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NOVEL POLYKETIDE DERIVATIVES AND RECOMBINANT 
METHODS FOR MAKING SAME 



This application isSa &ontinuation-in-part of co-pending U.S. application Serial No. 
07/642,734, filed January 17yl99L 

Technical Field 

The present invention relates to novel polynucleotide sequences, proteins encoded 
therefrom which are involved in the biosynthesis of polyketides, methods for directing the 
10 biosynthesis of novel polyketides using those polynucleotide sequences and novel derivatives 
produced therefrom. In particular, the invention relates to the production of novel polyketide 
derivatives through manipulation of the genes encoding polyketide synthases. 

_ u Background of the Invention 

yn 1 5 Polyketides are a large class of natural products that includes many important 

/^J antibiotic, antifungal, anticancer, antihelminthic, and immunosuppressant compounds such as 

m erythromycins, tetracyclines, amphotericins, daunorubicins, averinectins, and rapamycins. 

O Their synthesis proceeds by an ordered condensation of acyl esters to generate carbon chains 

of varying length and substitution pattern that are later converted to mature polyketides. This 
s 20 process has long been recognized as resembling fatty acid biosynthesis, but with important 
fU differences. Unlike a fatty acid synthase, a typical polyketide synthase is programmed to 

N 8 make many choices during carbon chain assembly; for example, the choice of "starter" and 

Pi "extender" units, which are often selected from acetate, propionate or butyrate residues in a 

O defined sequence by the polyketide synthase. The choice of using a full cycle of reduction- 

25 dehydration-reduction after some condensation steps, omitting it completely, or using one of 
two incomplete cycles (reduction alone or reduction followed by dehydration) is additionally 
programmed, and determines the pattern of keto or hydroxyl groups and the degree of 
saturation at different points in the chain. Finally, the stereochemistry for the substituents at 
many of the carbon atoms is programmed by the polyketide synthase. 
30 Streptomyces and the closely related Saccharopolyspora genera are producers of a 

prodigious diversity of polyketide metabolites. Because of the commercial significance of 
these compounds, a great amount of effort has been expended in the study of Streptomyces 
and Saccharopolyspora genetics. Consequently, much is known about these organisms and 
several cloning vectors and techniques exist for their transformation. 
35 Although many polyketides have been identified, there remains the need to obtain 

novel polyketide structures with enhanced properties. Current methods of obtaining such 
molecules include screening of natural isolates and chemical modification of existing 
polyketides, both of which are costly and time consuming. Current screening methods are 
based on gross properties of the molecules, i.e. antibacterial, antifungal activity, etc., and both 
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a priori knowledge of the structure of the molecules obtained or predetermination of 
enhanced properties are virtually impossible. Chemical modification of preexisting structures 
has been successfully employed to obtain novel polyketides, but still suffers from practical 
limitations to the type of compounds obtainable, largely connected to the poor yield of 
multistep synthesis and available chemistry to effect modifications. Modifications which are 
particularly difficult to achieve are those involving additions or deletions of carbon side 
chains. Accordingly, there exists a considerable need to obtain molecules wherein such 
changes can be specified and performed in a cost effective manner and with high yield. 

The present invention solves these problems by providing reagents (specifically, 
polynucleotides, vectors comprising the polynucleotides and host cells comprising the 
vectors) and methods to generate novel polyketides by de novo biosynthesis rather than by 
chemical modification. 

Summary o f the Invention^ 
In one aspect, the present invention provides compounds of the formula: 
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wherein R l, R2, R3, R4» R5» and R6 are independently selected from Q wherein Q is selected 
from the group consisting of (a) -I I, (b) -Me, (c) -Et, and (d) -OH; Li and L2 are 
independently -H or -OH; L3 is D-desosamine or -OH; and L4 is L-mycarose, L-cladinose or 
-OH with the proviso that when R1-R5 are -Me, Rfi is other than -H or -Me. 
Preferred compounds of the invention are those in Q is selected from the group consisting of 
(a), (b) and (c) above or (a), (b) and (d) above or (a), (c) and (d) above or (b), (c) and (d) 
above or (a) and (b) above or (a) and (c) above or (a) and (d) above or (b) and (c) above or (c) 
and (d) above and Li, L2, L3 and L4 are as defined above. Other preferred compounds 
include those in which Ri, R2, R3, R4* R5 and R6 are all -H or -Et or -OH and Li, L2, L3 and 
L4 are as defined above. Still other preferred compounds include didesmethyl, tridesmethyl, 
tetradesmethyl, pentadesmethyl and hexadesmethyl derivatives of the compounds of formula • 
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caelestis. Preteramy, uic F > -m iwliment the polynucleotide sequence 

NO-29 or SEQ ID NO:30. In another preferred embochment, the po y 
encodes an acyltransferase do.ain selected from the group cons.sung of SEQ ID NO.. , 
in mo -^2 SEO ID NO:33 and SEQ ID NO:34. 
0 Cl to-ta a,.so provides . vec,or comprising . po.vnudeonde seuuence „. 

described above and the * 1^^^ Other vectors 

vt „lae or Streptomyces caelestis. A particularly preferred vector ,s pCSS. O 
V '" tZ " t/ ' . , , ■ irM x/i iuA'l^ nEryATl/UgA'l-2.pEryAT2/LigAn, 
5 of the invention include pUC IH/LigA 2., pLiyA / b nEryAT2/rapAT14, 



In another aspect, the invention provides host cells transformed with a vector as 
described above. The host cell may be a bacterial cell and preferably is selected from the 
group consisting of E. coli and Bacillus species. Alternatively, the host cell is a polyketide- 
producing microorganism. A preferred polyketide-producing host cell is selected from the 
group consisting of Saccharopolyspora species, Nocardia species, Micromonospora species, 
Arthrobacter species, Streptomyces species, Actinomadura species, andDactylosporangium. 
species. An even more preferred polyketide-producing host cell is selected from the group 
consisting of Saccharopolyspora hirsuta, Micromonospora rosaria, Micromonospora 
megalomicea , Streptomyces antibioticus , Streptomyces mycarofaciens , Streptomyces 
avermitilis, Streptomyces hygroscopicus , Streptomyces caelestis, Streptomyces tsukubaensis, 
Streptomyces fradiae, Streptomyces platensis, Streptomyces violaceoniger , Streptomyces 
ambofaciens, Streptomyces griseoplanus , and Streptomyces venezuelae. Of these host cells, 
Saccharopolyspora erythraea, Streptomyces hygroscopicus, Streptomyces venezuelae, and 
Streptomyces caelestis are most preferred. 

The invention also provides a method for altering the substrate specificity of a 
polyketide synthase in a first polyketide-producing microorganism comprising the steps of 
(a) isolating a first and second genomic DNA segment, each comprising a polyketide 
synthase wherein the first genomic DNA segment is from the first polyketide-producing 
microorganism and the second genomic DNA segment is from the first polyketide-producing 
microorganism or a second polyketide-producing microorganism; 

(b) identifying one or more discrete fragments of the first genomic DNA segment, 
each of which encodes an acy I transferase domain; 

(c) identifying one or more discrete fragments of the second genomic DNA 
segment, each of which encodes a related domain to the acyltransferase domain of the first 

c 

genomic DNA segment; and 

(d) transforming a cell of the first polyketide-producing microorganism with one 
or more of the fragments from step (c) under conditions suitable for the occurrence of a 
homologous recombination event, leading to the replacement of one or more of the fragments 
from the first genomic DNA segment with one or more of the fragments from step (c). In one 
embodiment, the first polyketide-producing microorganism is Saccharopolyspora erythraea 
and the second polyketide-producing microorganism is Streptomyces. Preferred 
Streptomyces are selected from the group consisting of Streptomyces antibioticus, 
Streptomyces mycarofaciens, Streptomyces avermitilis, Streptomyces hygroscopicus, 
Streptomyces caelestis, Streptomyces tsukubaensis, Streptomyces fradiae, Streptomyces 
platensis, Streptomyces violaceoniger, Streptomyces ambofaciens, and Streptomyces 
venezuelae . Even more preferred Streptomyces are Streptomyces caelestis, Streptomyces 
hygroscopicus, or Streptomyces venezuelae. In a second embodiment, the first polyketide- 
producing microorganism is a Streptomyces as described above and the second polyketide- 



producing microorganism is Saccharopolyspora erythraea. Also in a preferred embodiment, 
the related domain is selected from the group consisting of SEQ ID NO:3 1 . SEQ ID NO:32, 
SEQ ID NO:33, and SEQ ID NO:34. 

Rrie f Description nf the. Drawings 
The present invention will be more readily appreciated in connection with the 

accompanying drawings. 

FIG. 1 is a proposed metabolic pathway for the biosynthesis of erythromycin A in 

Sac. erythraea. 

FIG. 2 is a schematic representation of the erythromycin PKS. 

FIG. 3 is a Growtree analysis of AT domains from Streptomyces hygroscopicus {S. 
hygroscopicus; LigAT2 and rapATl-14), Streptomyces venezuelae (S. venezuelae; venAT) 
and Saccharopolyspora erythraea (Sac. erythraea ; ery AT 1 -6). 

FIG. 4a is a schematic representation of gene replacements of Ery ATI with LigAT2 
or venAT and EryAT2 with LigAT2 in Sac. erythraea. 

FIG. 4b is a schematic representation of gene replacements of EryAT4 with an ethyl 

AT (N id ATS) in Sac. erythraea. 

FIG. 5 is a diagrammatic representation of gene replacement by homologous 

recombination. 

FIG. 6 is a schematic representation of the genetic organization of the Ligase-PKS 
cluster from S. hygroscopicus ATCC 29253. 

FIG. 7 represents the nucleotide sequence (SEQ ID NO: 1, top strand) and 
corresponding amino acid sequence (SEQ ID NO:3 1 . bottom strand) of LigAT. the malonyl 
AT domain from module 2 of the Ligase-PKS cluster of S. hygroscopicus ATCC 29253. 

FIG. 8 is a diagrammatic representation of the strategy to clone the LigAT2 domain. 

FIG. 9 is a flow diagram depicting the cloning of the EryATl flanking regions in 
plasmid pCS5. 

FIG. 10 is a flow diagram depicting construction of pEryATl/LigAT2. 

FIG. 1 1 is a computer generated Phosphorlmage of a Southern analysis of 
chromosomal DNA from Sac. erythraea ER720 Ery AT 1 /Li g AT2 resolvants cut with tyM 
and probed with an approximately 3 kb EcoRV HincMW fragment from P EryATl/LigAT2. As 
shown in lanes 3, 4 and 7 the probe hybridized with fragments of 3.5 and 1.6 kb, indicating 
that LigAT2 had replaced Ery AT I in the chromosomes of these resolvants (clone # 10, # 1 1 
and #24 respectively). Lanes 5 and 6: chromosomal DNA from Sac. erythraea ER720 
resolvants to wild-type (wt); lanes 1 and 9: molecular weight markers (1 kb ladder). 

FIG. 12 is a computer reproduction of a TLC plate on which the products produced by 
Sac. erythraea ER720 EryATl /LigAT2 were run. Lanes 1 and 7: erythromycin A standard (5 
tig); lanes 2 and 6: compounds produced by wild-type Sac. erythraea ER720; lanes 3, 4 and 



5: compounds produced by Sac. erythraea ER720 EryATl/LigAT2 resolvants to mutant- 
type, clones #10, #1 1 and #24 respectively. 

FIG. 13 is a flow diagram depicting the cloning of the EryAT2 flanking regions in 

plasmid pCS5. 

FIG. 14 is a flow diagram depicting construction of pEryAT2/LigAT2. 

FIG. 15 is a computer generated Phosphorlmage of a Southern analysis of 
chromosomal DNA from Sac. erythraea ER720 EryAT2/LigAT2, cut withS/;/d and probed 
with an approximately 1 kb LigAT2 sequence. As seen in lane 3, an approximately 900 base 
pair fragment hybridized with the probe, indicating (hat LigAT2 had replaced EryA T2 in this 
resolvant. Lane 2: chromosomal DNA from wild-type (wt) Sac. erythraea ER720; lanes 1 
and 5: molecular weight markers (1 kb ladder). 

FIG. 16 is a computer reproduction of a TLC plate on which the products produced by 
Sac. erythraea ER720 EryAT2/LigAT2 were run. Lanes 1 and 6: erythromycin B standard (5 
|Ag); lanes 2 and 5: erythromycin A standard (5 |Ag); lane 4: compounds produced by wild- 
type Sac. erythraea ER720; lane 3: compounds produced by Sac. erythraea ER720 
Ery AT2/LigAT2 resolvant, clone #2-4. 

FIG. 17 is a computer reproduction of a Xerox image of a bioautography plate of 
products made by Sac. erythraea ER720 EryAT2/LigAT2 against 5. aureus. Lanes 1 and 7: 
erythromycin B standard (1 |ig); lanes 2 and 6: erythromycin A standard; lane 3: compounds 
produced by wild-type Sac. erythraea ER720; lane 4: extract from an 0.1 mL culture of Sac. 
erythraea ER720 EryAT2/LigAT2 resolvant clone #2-4; lane 5: extract from an 0.5 mL 
culture of Sac. erythraea ER720 EryAT2/LigAT2 resolvant clone #2-4. 

FIG. 18 represents the nucleotide sequence (SEQ ID NO:2, top strand) and 
corresponding amino acid sequence (SEQ ID NO:32, bottom strand) of venAT, the malonate 
AT domain from the PKS cluster (hereinafter designated pven4) from S. venezuelae ATCC 
15439. 

FIG. 19 is a diagrammatic representation of the strategy to clone the venAT domain. 

FIG. 20 is a flow diagram depicting construction of pEryATl/venAT. 

FIG. 21 is a computer generated Phosphorlmage of a Southern analysis of 
chromosomal DNA from Sac. erythraea ER720 EryATl /venAT resolvants, cut with PvuW 
and probed with a venAT sequence. As seen in lanes 4 and 5, the probe hybridized with 
fragments of 4.2 and 2.4 kb, indicating that venAT had replaced EryATl in these resolvants. 
Lane l : molecular weight markers (1 kb ladder); lane 2: chromosomal DNA from a wild- 
type Sac. erythraea ER720; lane 3: chromosomal DNA from a Sac. erythraea ER720 
EryATl /venAT integrant; lane 4: chromosomal DNA from Sac. erythraea ER720 
Ery ATI /venAT resolvant clone #C.l; lane 5: chromosomal DNA from Sac. erythraea ER720 
EryATl /venAT resolvant clone #C4. 



FIG. 22 is a computer reproduction of a TLC plate on which the products produced by 
Sac ^WiER72()EryATl/venATwere.un. Lane 1: erythromycin A standard (EryA; 5 
|ig) and 3-a-mycarosylerythronolide B (MEB; 10 jig); lane 2: compounds produced by Sac. 
erythraea ER720 EryATl/venAT resolvant clone #C4. 

FIG. 23 is a diagrammatic representation of the strategy to clone the rap AT 14 

domain. 

FIG. 24 is a flow diagram depicting construction of p Ery AT 1 /rap AT 1 4 . 
FIG 25 is a computer generated Phosphorlmage of a Southern analysis of 
chromosomal DNA from an Sac. erythraea BR720 Ery AT 1 /rap AT 1 4 resolvant, cut with Sty\ 
and probed with an EcoR\-HinAUl fragment from pCSSATI-flank. As shown in lane 2 the 
probe hybridized with a 1 .6 kb fragment indicating that ra P AT14 had replaced Ery ATI ,n the 
chromosome of this resolvant. Lane I : molecular weight markers ( 1 kb ladder); lane 2: 
chromosomal DNA from Sac. erythraea ER720 EryATI/rapAT14 resolvant clone #4-A(l); 
lane 3- chromosomal DNA from wild-type Sac. erythraea ER720. 

FIG. 26 is a computer reproduction of a TLC plate on which die products produced by 
Sac erythraea ER720 EryATl/rapAT14 were run Lane I : erythromycin A standard (5 M g): 
lane 2: compounds produced by Sac. erythraea ER720 EryATl/rapAT14 resolvant. 
FIG. 27 is a now diagram depicting construction of pF.i yAT2/rapAT14. 
FIG 2X is a computer generated Phosphorlmage of a Southern analysis of 
chromosomal DNA Iron, Sac. erythraea ER720 HryATi/rapATM rcsu.vu.its. cul with Hs V \,\ 
and probed with a fragment of S'-flunking region of eryAT2. As shown in lanes 5, 6 and 7, 
the probe hybridized with a 4.3 kb fragment, indicating that ra P AT14 had replaced EryAT2 ,n 
the chromosomes of these resolvants. Lane 1 : molecular weight markers (1 kb ladder); lane 

chromosomal DNA from wild-type Sac. erythraea HK720; lane 3: chromosomal DNA 
from Sac. erythraea ER720 resolvant to Wild-type, clone #1.1; lane 4: chromosomal DNA 
from a Sac. erythraea ER720 EryAT2/rapAT14 integrant; lanes 5-7: chromosomal DNA 
from Sac. etythraea ER720 Ery AT2/rap AT 1 4 resolvant clones # 1 .2, # 1 .3 and # 1 .4 
respectively. 

FIG. 29 is a computer reproduction of a TLC plate on which the products produced by 
Sac. erythraea ER720 Ery AT2/rap AT 1 4 were run. Lane 1 : erythromycin A and 
erythronolide B (EryA and EB, respectively; 5 \ig each); lane 2: compounds produced by 
wild-type Sac. erythraea ER720; lanes 3-5: compounds produced by Sac. erythraea ER720 
Ery AT2/rap AT 1 4 resolvant clones #1 .2, #1.3 and #1.4 respectively. 

FIG. 30 is a computer reproduction of a bioassay of compounds made by Sac. 
erythraea ER720 EryAT2/rap AT 1 4 resolvant clones #1 .2, #1 .3 and #1.4 and resolvant to 

wild-type clone #1.1. 

FIG. 3 1 is a computer generated Phosphorlmage of a Southern analysis of a cosmid 
DNA library constructed from Streptomyces caelestis NRRL-2821 chromosomal DNA. 
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Lanes 1-19: DNA prepared from 19 clones, digested with Sstl and probed with a 
Streptomyces caelestis NRRL-2821 PKS specific probe. 

FIG. 32 is a schematic representation of the genetic organization of the PKS cluster 
from Streptomyces caelestis NRRL-2821. 

FIG. 33 is a diagram of the structure of the macrolide ring of niddamycin. 
FIG. 34 represents the nucleotide sequence (SEQ ID NO:29, top strand) and 
corresponding amino acid sequence (SEQ ID NO:33, bottom strand) of N id ATS, the elhyl 
AT domain from module 5 of the PKS cluster of Streptomyces caelestis NRRL-2821 . 
FIG. 35 is a flow diagram depicting the construction of pUC/ethAT/C-6. 
FIG. 36 is a diagram showing the nucleotide changes made to create an A vr II site at 
the 5' end of NidATS. 

FIG. 37 is a diagram of the replacement plasmid pEAT4. 
FIG. 38 is a computer generated Phosphorlmage of a Southern analysis of 
chromosomal DNA from Sac. erythraea ER720 EAT4 resolvants digested with Mlu \ and 
probed with a 900 bp DNA fragment spanning a KS/AT domain in Streptomyces caelestis 
NRRL-2821. Lane assignments are as follows: 1) wild type ER720; 2-7) resolvant clones. 
The resolvants with the NidATS domain in place of EryAT4 produced a strongly hybridizing 
1 .8 kb fragment (lanes 4, 5, and 7) which is missing in clones which resolved back to wild 
type (lanes 2, 3, and 6). 

FIG. 39 is a computer reproduction of a TLC plate showing the products made by 
Sac, erythraea EAT4-46 after growing in SCM or SCM + 50 mM butyric acid. 

FIG. 40 is a computer generated Phosphorlmage of a Southern analysis of clones from 
a cosmid DNA library constructed from Streptomyces caelestis NRRL-2821 chromosomal 
DNA. Clones were digested with Smal and probed with a 900 bp DNA fragment spanning a 
KS/AT domain in Streptomyces caelestis NRRL-282 1 . 

FIG. 41 represents the nucleotide sequence (SEQ ID NO:30, top strand) and 
corresponding amino acid sequence (SEQ ID NO:34, bottom strand) of NidAT6, the AT 
domain in module 6 of the niddamycin PKS cluster. 

FIG. 42 is a diagrammatic representation of the strategy to clone the NidAT6 domain. 
FIG. 43 is a flow diagram depicting construction of pEryAT2/NidAT6. 

DETAILED DESCRIPTION OF THE INVENTION 

I. Definitions: 

For the purposes of the present invention as disclosed and claimed herein, the 
following terms are defined: 

The term "polyketide" as used herein refers to a large and diverse class of natural 
products including but not limited to antibiotic, anticancer, antihelminthic, antifungal, 
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meant that each domain catalyzes a particular type of reaction but acts upon a different 
substrate. For example, the AT domain of module 1 of Sac. erythraea (eryATl) and the AT 
domain of module 14 of 5. hygroscopicus (rapAT14) both catalyze the transfer of an 
extender unit to a corresponding ACP domain. In the case of Sac. erythraea, however, 
eryATl utilizes methylmalonyl CoA as a substrate whereas in S. hygroscopicus* rap ATI 4 
utilizes malonyl CoA. Thus, eryATl and rapAT14 are considered to be "related" or 

"heterologous" domains. 

The term "condensation" as used herein refers to the addition of an extender unit to 
the nascent polyketide chain and requires the action of KS, AT and ACP domains of the PKS. 

The term "starter" as used herein refers to a coenzyme A thioester of a carboxylic acid 
which is used by a polyketide synthase as the first building block of the polyketide. 

The term "extender" as used herein refers to a coenzyme A thioester of a dicarboxylic 
acid that is incorporated into a polyketide by a polyketide synthase at positions other than the 
first position. 

The term "DEBS" as used herein refers to the enzyme 6-deoxyerythronoIide B 
synthase, the PKS that builds the polyketide-derivcd macrolactone 6-deoxyerythronolide B 
(6-DEB). 

The term "eryA" as used herein refers to the genes which encode the DEBS. 

The term "homologous recombination" as used herein refers to crossing over between 
DNA strands containing identical sequences. 

The term "isolated" as used herein means that the material is removed from its 
original environment (e.g. the natural environment where the material is naturally occurring). 
For example, a naturally occurring polynucleotide or polypeptide present in a living animal is 
not isolated, but the same polynucleotide or polypeptide, which is separated from some or all 
of the coexisting materials in the natural system, is isolated. Such polynucleotides could be 
part of a vector and/or such polynucleotides or polypeptides could be part of a composition, 
and still be isolated in that the vector or composition is. not part of the natural environment. 

The term "restriction fragment" as used herein refers to any linear DNA generated by 
the action of one or more restriction enzymes. 

The term "transformation" as used herein refers to the introduction of DNA into a 
recipient microorganism, irrespective of the method used for the insertion into the 
microorganism. 

The term "replicon" as used herein means any genetic element, such as a plasmid, 
chromosome or virus, that behaves as an autonomous unit of polynucleotide replication 
within a cell. A "vector" is a replicon in which another polynucleotide fragment is attached, 
such as to bring about the replication and/or expression of the attached fragment. 

The terms "recombinant polynucleotide" or "recombinant polypeptide" as used herein 
means at least a polynucleotide or polypeptide which by virtue of its origin or manipulation is 
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not associated with all or a portion of the polynucleotide or polypeptide with which it is 
associated in nature and/or is linked to a polynucleotide or polypeptide other than that to 

which it is linked in nature. 

The term "host cell" as used herein, refers to both prokaryotic and eukaryotic cells 
which are used as recipients of the recombinant polynucleotides and vectors provided herein. 

The term "open reading frame" or "ORF" as used herein refers to a region of a 
polynucleotide sequence which encodes a polypeptide; this region may represent a portion of 
a coding sequence or a total coding sequence. 

II. The Invention 

In its broadest sense, the present invention entails novel polyketides with therapeutic 
activity (e.g. antimicrobial, anticancer, antifungal, immunosuppressant and/or antihelminthic 
activity) and immolate compounds of such polyketides. The invention also provides a 
method for producing novel polyketides in vivo by selectively altering the genetic 
information of an organism that naturally produces a polyketide. The present invention • 
further provides isolated and purified polynucleotides that encode PKS domains (i.e. 
polypeptides) from polyketide-producing microorganisms, fragments thereof, vectors 
containing those polynucleotides, and host cells transformed with those vectors. These 
polynucleotides, fragments thereof, and vectors comprising the polynucleotides can be. used 
as reagents in the above described method. Portions of the polynucleotide sequences 
disclosed herein are also useful as primers for the amplification of DNA or as probes to 
identify related domains from other polyketide-producing microorganisms. 

III. Polynucleotides 

The present invention provides isolated and purified polynucleotides that encode PKS 
domains (i.e. polypeptides) and fragments thereof which are involved in the production of 
polyketides. Polynucleotides included within the scope of the invention may be in the form 
of RNA, DNA, cDNA, genomic DNA and synthetic DNA. The DNA may be double- 
stranded or single-stranded, and if single-stranded may be the coding (sense) strand or non- 
coding (anti-sense) strand. The coding sequence which encodes a polypeptide may be 
identical to a coding sequence provided herein or may be a different coding sequence which, 
as a result of the redundancy or degeneracy of the genetic code, encodes the same 
polypeptide as the DNA provided herein. 

Polynucleotides may include only the coding sequence for a particular polypeptide or 
for a polypeptide which is functionally equivalent to the polypeptide sequences provided 
herein. Additionally, the invention includes variant polynucleotides containing modifications 
such as polynucleotide deletions, substitutions or additions; and any polypeptide modification 
resulting from the variant polynucleotide sequence. A polynucleotide of the present 
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invention also may have a coding sequence which is a naturally occurring allelic variant of 
the coding sequence provided herein. 

Probes and primers constructed according to the polynucleotide sequences provided 
herein are also contemplated as within the scope of the present invention and can be used in 
5 various methods to provide various types of analysis. For example, primer sequences may be 
designed according to polynucleotide sequences which encode particular domains and then 
used to amplify polynucleotide sequences of the same or other related domains using well- 
known amplification techniques such as the polymerase chain reaction (PCR) and the ligase 
chain reaction (LCR). (PCR has been disclosed in U.S. patents 4,683,195 and 4,6X3,202, and 
10 LCR, in EP-A- 320 308 to K. Backman published June 16, 1989 and EP-A-439 182 to K. 

Backman etaL, published July 31, 1991, all of which are incorporated herein by reference). 
Q Generation of primers for use in other amplification techniques or in variations of these 

amplification techniques, (such as nested PCR) is also contemplated within the scope of the 
yj invention and is considered within the knowledge of the routine practitioner. 

1 fj Probes and primers may be designed from conserved nucleotide regions of a 

fjj polynucleotide of interest pr from non-conserved nucleotide regions of a polynucleotide of 

EH interest. Generally, nucleic acid probes are developed from non-conserved or unique regions 

J\ when maximum specificity is desired, and nucleic acid probes are developed from conserved 

fU regions when assaying for nucleotide regions of related members of a multigene family or in 

[J 20 related species. Probes can also be labeled with radioisotopes or other detection labels for 
□ screening of recombinant libraries. 

**** Various methods for synthesizing primers and probes are well-known in the art as are 

methods for attaching labels to primers or probes. For example, it is a matter of routine to 
synthesize desired nucleic acid primers or probes using conventional nucleotide 

25 phosphoramidite chemistry and instruments available from Applied Biosystems, Inc., (Foster 
City, CA), Dupont (Wilmington, DE), or Milligen (Bedford MA). Many methods have been 
described for labeling oligonucleotides such as the primers or probes of the present invention. 
Commercially available probe labeling kits include those from Amersham Life Science 
(Arlington Heights, IL), Promega (Madison, WI), Enzo Biochemical (New York, NY) and 

30 Clontech (Palo Alto, CA). 

IV. Vectors and Host Cells 

The present invention provides vectors which include polynucleotides of the present 
invention and host cells which are genetically engineered with vectors of the present 
35 invention. 

a. Vectors and Expression Systems 

The present invention includes recombinant constructs comprising one or more of the 
sequences as broadly described above. The constructs comprise a vector, such as a plasmid 
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or viral vector, into which a sequence of the invention has been inserted, in a forward or 
reverse orientation. Such vectors include chromosomal, nonehromosomal and synthetic 
DN A sequences from prokaryotic or eukaryotic sources. Large numbers of suitable plasmids 
and vectors are known to those of skill in the art, and are commercially available. Vectors 
which are particularly useful for cloning and expression in intermediate hosts include but are 
not limited to: (a) Bacterial: pBR322 (ATCC 37017); pGEM (Promega Biotec, Madison. 
Wl), pUC, pSPORTl and pProExl (Life Technologies, Gaithersburg, MD); pQE70, pQlifiO. 
pQE-9 (Qiagen); pBs, phagescript, psiX!74, pBluescript SK, pBsKS, pNHHa, pNH 16a. 
pNH 1 8a, pNH46a (Stratagene®, La Jolla, CA); pTicWA. P KK223-3, pKK233-3. pDR540. 
pRIT5. and pGEX4T (Pharmacia®, Piscataway, NJ); and (b) Eukaryotic: pWLneo, pSV2cat. 
P OG44, pXTl, pSG (Stratagene®); pSVK3, pBPV, pMSG, pSVL (Pharmacia®); pcDNA3.1 
(Invitrogen, Carlsbad, CA). Other appropriate cloning and expression vectors for use with 
prokaryotic and eukaryotic hosts are described by Maniatis etal., Modular Cl0»'"Ki A 
I ;>l->nr:itnrv Manual . Second Edition, (Cold Spring Harbor Press, N.Y., 19H2), which is 
hereby incorporated by reference. Generally however, any plasmid or vector may be used as 
long as it is replicable and viable in a host. 

In another embodiment, the construct is an expression vector which also comprises 
regulatory sequences operably linked to the sequence of interest, to direct mRNA synthesis 
and polypeptide production. Regulatory sequences known to operate in prokaryotic and/or 
eukaryotic cells include inducible and non-inducible promoters for regulating mRNA 
transcription, ribosome binding sites for translation initiation, stop codons for translation 
termination and transcription terminators and/or polyadenylation signals. In addition, an 
expression vector may include appropriate sequences for amplifying expression. 

Promoter regions may be selected from any desired gene. Particular named bacterial 
promoters include lacZ, gpt, lambda Pr, lambda P L , frc. trp, ennE and its derivatives such as 
ermEPX ATGG, also known in the art as ermE* , (Bibb, M. J., et «/., Molecular Microbiology, 
14(3): 533-545 (1994)), melCl, and actll (CM. Kao, etal.. Science, 265: 509-5 12 (1994)). 
Eukaryotic promoters include cytomegalovirus (CMV) immediate early, herpes simplex virus 
(1 1SV) thymidine kinase, early and late SV40, LTRs from retroviruses, mouse 
metallothionein-I, prion protein and neuronal specific enolase (NSE). Selection of the 
appropriate promoter is well within the level of ordinary skill in the art. In addition, a 
recombinant expression vector will include an origin of replication and selectable marker 
(such as a gene conferring resistance to an antibiotic (eg. neomycin, chloramphenicol, 
ampicillin, or thiostrepton) or a reporter gene (eg. luciferase)) which permit selection of 
stably transformed or transfected host cells. 

In any expression vector, a heterologous structural sequence (i.e. a polynucleotide of 
the present invention) is assembled in appropriate phase with translation initiation and 
termination sequences. Optionally, the heterologous sequence will encode a fusion protein 



14 



including an N-terminal identification peptide imparting desired characteristics, e.g., 
stabilization or simplified purification of expressed recombinant product. 

Eukaryotic expression vectors will also generally comprise an origin of replication, a 
suitable promoter operably linked to a sequence of interest and also any necessary translation 
enhancing sequence, polyadenylation site, transcriptional termination sequences, and 5 1 
flanking nontranscribed sequences. DNA sequences derived from the SV40 viral genome, 
for example, SV40 origin, early promoter, enhancer, and polyadenylation sites may be used 
to provide the required genetic elements. Such vectors may also include an enhancer 
sequence to increase transcription of a gene. Enhancers are cis-acting elements of DNA, 
usually about from 10 to 300 bp, that act on a promoter to increase its transcription rate. 
Examples include the SV40 enhancer on the late side of the replication origin (bp 100 to 
270), a cytomegalovirus early promoter enhancer, a polyoma enhancer on the late side ot the 
replication origin, and adenovirus enhancers, 
i. Vector construction 

The appropriate DNA sequence may be inserted into a vector by a variety of 
procedures. Generally, site-specific DNA cleavage is performed by treating the DNA with 
suitable restriction enzymes under conditions which are generally specified by the 
manufacturer of these commercially available enzymes. Usually, about 1 microgram (|ig) of 
plasmid or DNA sequence is cleaved by 1 unit of enzyme in about 20 microliters (|iL) of 
buffer solution by incubation at 37°C for I to 2 hours. After incubation with the restriction 
enzyme, protein can be removed by phenol/chloroform extraction and the DNA recovered by 
precipitation with ethanol. The cleaved fragments may be separated using polyacrylamide or 
agarose gel electrophoresis, according to methods known by the routine practitioner. (See 

Maniatis etaL* supra). 

Ligations are performed using standarti buffer and temperature conditions and with a 
ligase (such as T4 DNA ligase) and ATP. Sticky end ligations require less ATP and less 
ligase than blunt end ligations. Vector fragments may be treated with bacterial alkaline 
phosphatase (BAP) or calf intestinal alkaline phosphatase (CI AP) to remove the 5' phosphate 
and thus prevent religation of the vector. Ligation mixtures are transformed into suitable 
cloning hosts such as E. coli and successful transformants selected by methods including 
antibiotic resistance, and then screened for the correct construct. 

ii. Transformation/Transfection 

Transformation or transfection of an appropriate host with a construct of the 
invention, such that the host produces recombinant polypeptides, may also be performed in a 
variety of ways. For example, a construct may be introduced into a host cell by calcium 
chloride or polyethylene glycol transformation, lithium chloride or calcium phosphate 
transfection, DEAE-Dextran mediated transfection, or electroporation. These and other 
methods for transforming/transfecting host cells are well known to routine practitioners (see 
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L. Davis et aL, "Basic Methods in Molecular Biology", 2nd edition, Appleton and Lang, 
Paramount Publishing, East Norwalk, CT (1994) and D.A. Hopwood et a/., Genetic 
Manipulation of Streptomyces: a laboratory manual. The John Innes Foundation, Norwich, 
England (1985)). 
b. Host Cells 

In one embodiment, the present invention provides host cells containing recombinant 
constructs as described below. In one aspect, a host cell may be an "intermediate" host which 
is used to produce polynucleotides of the invention on a large-scale basis (for the purpose of 
cloning and/or verifying recombinant polynucleotide sequences, for example) or as a means 
to maintain such polynucleotide sequences over time (i.e. as maintenance or storage strains). 
A "production" host is a host cell which is used to produce novel polyketides. The host cell 
(either intermediate or production) can be a higher eukaryotic cell, such as a mammalian cell, 
or a lower eukaryotic cell, such as a yeast cell, or a prokaryotic cell, such as a bacterial cell. 
Lower eukaryotic and prokaryotic cells are preferred intermediate and production hosts. 

Representative examples of appropriate hosts include bacterial cells, such as E. coli, 
liacillus suhtilis, Saccharopolyspora erythraea t Streptomyces caelestis t Streptomyces 
hy^roscopicus, Streptomyces venezuelae\ and various other species within the genera 
Arthrohacter, Micromonospora, Nocardia, Pseudomonas, Streptomyces, Staphylococcus , and 
Saccharopolyspora, although others (of eukaryotic origin) may also be employed. Additional 
representative examples of host cells are polyketide-producing microorganisms (as defined 
above). The selection of an appropriate host is deemed to be within the scope of those skilled 
in the art from the teachings provided herein. 

Host cells are genetically engineered (transduced, transformed, transfected, 
conjugated, or electroporated) with the vectors of this invention which may be a cloning 
vector or an expression vector. The engineered host cells can be cultured in conventional 
nutrient media modified as appropriate for activating promoters, selecting transformants, or 
as a source of a biosynthetic substrate. The culture conditions, such as temperature, pH and 
the like, are those previously used with the host cell selected for expression, and will be 
apparent to the ordinarily skilled artisan. 

V. Novel Polyketides and Methods of Making Novel Polyketides 

The invention also provides novel polyketides, intermediate compounds thereof, and 
methods for producing novel polyketides. The methods utilize the polyketide biosynthetic 
genes from Sac. erythraea (i.e. the eryA genes) as well as those from other known polyketide- 
producing microorganisms and/or putative polyketide-producing microorganisms (i.e. those 
having nucleotide sequences which hybridize to known PKS sequences but whose polyketide 
products are unknown). 



The organization of etyA and the DEBS encoded therefrom (see FIG. 1 and FIG. 2) 
have been described in co-pending U.S. application Serial No. 07/642,734, filed January 17, 
1991 , which is incorporated herein by reference in its entirety. As FIG. 2 shows, DEBS is 
organized in modules, with each module being responsible for one condensation step through 
the action of the resident KS, AT and ACP domains within that module wherein an extender 
unit, methylmalonyl CoA, is added first to the starter unit, propionyl CoA, and then 
successively to the growing acyl chain. The precise succession of the elongation steps is 
dictated by the order of the six modules: module 1 determines the first condensation; module 
2, the second; module 3, the third, and so on until the sixth condensation step has occurred. 
In addition, the choice of extender unit that is incorporated into a growing polyketide chain at 
each condensation is determined, in whole or in part, by the AT domain within each module. 
In the case of DEBS, the extender unit incorporated is always methylmalonate. Thus, as 6- 
deoxyerythronolide B grows through successive condensations, two carbons are added to the 
nascent chain and every other carbon, starting with the carbon corresponding to C- 1 2 in the 
ring, carries a methyl group as a side chain. 

As also seen in FIG. 2, the processing of the growing carbon chain after each 
condensation is determined by the information within each module. Thus, (i-ketoreduction of 
the (i-keto group generated by the condensation event takes place after each condensation 
step except the third, as determined by the presence of an active KR domain in each module 
except module 3, whereas dehydration and enoylreduction take place after the (burlh 
condensation step, as determined by the presence of the DH and ER domains in module 4. 
Once the polyketide chain is fully synthesized, it is released from the PKS through the action 
of the TE domain present at the end of module 6 and cyclizes to form the macrocyclic lactone 
6-deoxyerythronolide B which is subsequently acted upon by a series of other enzymes, 
whose genes reside in the erythromycin cluster of the Sac. erythraea chromosome (see FIG. 
1). As shown in FIG. 1 , erythromycin carries methyl side chains at position 2, 4, 6, X, 10 and 
12, through the incorporation of methylmalonate as the extender unit at each step of synthesis 
of the polyketide moiety. 

In the present invention, novel polyketide molecules of a desired structure are 
produced by introducing specific genetic alterations into a PKS-encoding sequence in the 
genome of a polyketide-producing microorganism. Alteration of one or more genes or 
fragments thereof may be generated through manipulation of genes residing exclusively 
within a species (i.e. intraspecies alterations), and include not only manipulations of genes 
within a single PKS cluster but also between different PKS clusters residing within a single 
strain (as is seen in S. hygroscopicus). Several examples of intraspecies alterations showing 
the manipulation of genes exclusively within a single PKS (namely, eryA) are described in 
U.S. application Serial No. 07/624,734 cited supra. Alternatively, a gene or fragment thereof 
may be exchanged with a heterologous gene or gene fragment encoding one or more related 
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domains from the PKS of a different polyketide-producing microorganism (interspecies 
alterations). Several examples of novel polyketides produced from exchange of heterologous 
genes are provided herein. 

Whether the genetic manipulations are performed intraspeeies or interspecies, three 
types of alterations to a PKS sequence may be carried out: (i) those which affect a module 
but do not cause the arrest of chain growth (Type I alterations); (ii) those which affect a 
single function in a module thereby causing the arrest of chain growth (Type II alterations); 
and (iii) those which affect an entire module (Type III alterations). In one embodiment. Type 
I alterations are produced by inactivation of domains that specify the functional groups and/or 
degree of oxidation found at specific ring positions in the native polyketide. Such domains 
typically include B-ketoreduetases, dehydratases and enoy I reductases. For example, an allele 
corresponding to B-ketoreductase of module 5 may be mutated by deleting a substantial 
portion of the DNA encoding the B-ketoreductase (thereby producing an inactive domain) and 
used to replace the wild-type allele in the native strain. Such a transfer results in the 
production of the novel polyketide 5-oxo-5,6-dideoxy-3-~- n iyearosyl erythronolide B. 

In an alternative embodiment, Type 1 alterations are generated by replacing at least 
one domain in a particular PKS with at least one related domain from the same or a second 
PKS. Such related domains may exist between different polyketide-producing 
microorganisms (such as for example, the AT domains of Sac. erythraea, S. venezuelae, S. 
hy^roscopicus, and S. caelestis) or within a single species (as for example, the LigAT2 and 
rap ATI domains in S. hygroscopicus). 

Ways to identify polyketide synthases, their domains and the functional similarity of 
domains are well-known to those of ordinary skill in the art. For example, the PKS region of 
the chromosome of a polyketide or putative polyketide-producing microorganism may be 
identified by hybridizing with nucleic acid probes under conditions of low or high stringency. 
Hybridization under high stringency conditions is generally performed in a buffer consisting 
of 15 mM sodium chloride and 1.5 mM trisodium citrate (0.1 x SSC) with an incubation 
temperature of about 65 °C (see for example, Maniatis, et at. supra). To detect more distantly 
related PKS genes, hybridization is performed under low stringency conditions which include 
lower temperature incubations and/or the presence of increased amounts of sodium chloride 
and trisodium citrate (Maniatis, etal. supra). Once identified, the chromosomal region may 
be isolated, cloned into a suitable vector and sequenced, using conventional methods or 
commercial sequencing kits such as Sequenase (US Biochemical Corp, Cleveland, OH). 
Methods for isolating and cloning chromosomal DNA are also well known in the art 
(Maniatis, et at. supra). An amino acid sequence may then be deduced from the DNA 
sequence and a comparison made of the unknown amino acid sequence to that of one or more 
polypeptides involved in polyketide biosynthesis. Two amino acid sequences showing at 
least about 20% and more preferably about 25% identity and having conserved active site 
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residues or motifs are considered to specify functionally similar or equivalent PKS domains. 
Having identified such domains, the number and composition of modules as well as the 
arrangement of modules within particular ORFs can be determined. 

In the case where the newly defined PKS produces a polyketide of known structure, 
the B-carbonyl processing and types of side chain moieties and their positioning on the 
polyketide backbone can be correlated to specific domains within modules. Because modules 
are established linearly within ORFs, this correlation also allows one to determine the order 
of modular activity (i.e. which module catalyzes which condensation step) in the PKS. For 
example, the B-carbonyl processing and types of side chain moieties in the polyketide 
generates a pattern of chemical groups that can be correlated to a pattern of domains within 
an ORF. Based on the specific type of side chain moiety at a given carbon, one can then 
predict the particular substrate utilized by that module's AT domain. 

In the case where the polyketide structure is unknown, theoretically, comparative 
sequence analysis alone may be used to predict the substrate specificity of an AT domain. To 
accomplish this, at least two and preferably, three or more sequences known or predicted to 
specify a particular substrate can be compared to determine one or more conserved or 
consensus motifs unique to that family of ATs. An unknown AT having such motifs can then 
be assigned to a particular family. 

Alternatively, comparative analyses can be performed using computer programs 
which group AT domains based on primary amino acid sequence similarity or phylogenelic 
relationships. For example, comparative analyses were made of the amino acid sequences of 
the AT domains in DEBS with corresponding AT domains in the PKS for rapamycin to 
determine whether the extender unit used by a particular AT domain, (either malonate or 
methylmalonate), correlated with the degree of sequence identity between these domains. 
Rapamycin is a large polyketide that is assembled through 14 condensation events; the 
rapamycin PKS possesses 14 AT domains whose sequences were deduced from known 
nucleotide sequences (Aparicio etal. Gene 169:9-16 (1996)). Amino acid sequence 
comparisons of the 14 AT domains of the rapamycin PKS with each other and with the 6 AT 
domains from DEBS, showed that the AT domains fell into two distinct groupings in which 
the rapamycin AT domains from modules 1, 3, 4, 6, 7, 10 and 13 clustered with the 6 
erythromycin AT domains and the rapamycin AT domains in modules 2, 5, 8, 9, 1 1 , 12 and 
14 formed a separate cluster (Haydock et al. FEBS Letts. 374:246-248 (1995)). Examination 
of the polyketide structure of rapamycin indicated that methyl side chains were at positions 
on the lactone ring corresponding to condensation steps 1, 3, 4, 6, 7, 10 and 13, which 
suggested that methylmalonate was used as the extender unit during synthesis of these 
sections of the acyl chain; protons at the positions of the lactone ring corresponding to 
condensations steps 2, 5, 8, 9, II, 12 and 14 suggested that malonate was utilized as the 
extender unit during synthesis of these sections. Two additional AT domains described 
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herein, ligAT2 and venAT, were also found to cluster with the putative malonate AT domains 
from the rapamycin PKS (FIG. 3). Having predicted that AT domains from rap modules 2, 5, 
X, 9, 11,12 or 14, as well as HgAT2 and venAT, specify malonate as extender units, the DNA 
encoding such domains could be isolated, cloned and used to replace the DNA encoding one 
or more AT domains in a PKS such as DEBS, in order to generate novel polyketides. 

The techniques for determining the amino acid sequence "similarity" are well-known 
in the art. In general, when two or more polypeptides are aligned with one another, their 
sequence similarity refers to the amino acids at corresponding positions within each 
polypeptide sequence that are identical or possess similar chemical and/or physical properties 
such as charge or hydrophobicily. A so-termed "percent similarity" then can be determined 
between the compared polypeptide sequences. In general, the term "identity" refers to an 
exact nucleotide to nucleotide or amino acid to amino acid correspondence at a given position 
of two polynucleotides or polypeptide sequences, respectively. Two amino acid sequences 
(or for that matter, two or more polynucleotide sequences) can be compared by determining 
iheir "percent identity." The programs available in the Wisconsin Sequence Analysis 
Package, Version X (available from Genetics Computer Group (GCG), Madison, Wl), for 
example, the GAP program, are capable of calculating both the identity between two 
polynucleotides and the identity and similarity between two polypeptide sequences, 
respectively. Other programs for calculating and displaying similarity between sequences are 
known in the art. For example, the Growtree program (GCG, Madison, Wl) creates a 
phylogenetic tree wherein the most closely related sequences are clustered and joined by the 
shortest lines. This tree is derived from a matrix created by the program Distances (GCG, 
Madison, Wl) which calculates pairwise relationships within a group of aligned sequences. 

In a preferred embodiment, novel polyketide molecules of desired structure are 
produced by the replacement of at least one AT domain-encoding fragment of DNA of the 
Sac. erythraea chromosome with at least one heterologous AT domain-encoding fragment of 
DNA from another PKS cluster to yield novel polyketide compounds which are derivatives of 
fi-deoxyerythronolide B, erythronolide B, 3-a-L-mycarosylerythronolide B, or erythromycins 
A, B, C and D. Such derivatives are compounds wherein methyl (-Me) side chains at one or 
more positions of the macrocylic lactone ring are replaced by substituents independently 
selected from the group consisting of (a) -H; (b) ethyl group (-Et); (c) hydroxyl group (-01 1) 
and (d) allyl group (-A1). In a particularly preferred embodiment, a method is provided for 
the genetic modification of erythromycin-producing microorganisms which enables them to 
produce the novel compounds 12-desmelhyl-12-deoxyerythromycin A, 10- 
desmethylerythromycin A, l()-desmethyl-12-deoxyerythromycin A, or 6-desmethyl-6- 
ethylerythromycin A. The compounds 1 2-desmethyl- 1 2-deoxyerythromycin A, 10- 
desmethylerythromycin A, 10-desmethyl-l 2-deoxyerythromycin A, and 6-desmethyl-6- 
ethylerythromycin A are represented by the structural formulae: 
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12-desmethyI-12-deoxyeiythromycin A (I) 10-desinethylerylhromycin A (II) 




IO-desmethyl-12-deoxyerythromycin A (III) 6-desmethy I -6-cihy I erythromycin A (IV) 



The general scheme for producing such polyketides is outlined in FIG. 4a and FIG. 4b. In the 
preferred embodiment, heterologous DN A fragments encoding related AT domains are 
introduced into the Sac. erythraea chromosome by a two-step method termed gene 
replacement. 

In the first step of gene replacement, an integration vector is constructed through a 
multi-step cloning approach that places a heterologous gene or fragment thereof between two 
segments of DNA having sequences which are identical to those that immediately border (on 
each side) the resident polynucleotide sequence to be replaced. Construction of such a vector 
may be achieved by any means known to those of ordinary skill in art. For example, 
nucleotide sequences which flank the gene to be replaced can be generated by PGR 
amplification using chromosomal DNA as template and primers which hybridize to the 
chromosomal sequences immediately upstream and downstream of the flanking sequences of 
interest. The length of the flanking sequences is not critical to the practice of the invention 
but preferably is about 20-5000 base pairs (bp), more preferably about 100-5000 bp, and even 
more preferably about 500-5000 bp. A most preferred length of flanking sequence is about 
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750-1500 bp. Primers used for such amplifications may also comprise convenient restriction 
sites to facilitate cloning of the amplified sequences into suitable preparative vectors, to 
facilitate insertion of the heterologous sequence of interest between the flanking sequences 
and/or to facilitate subcloning of the entire group of sequences (S'-flanking 
region/heterologous polynucleotide sequence of interest/flanking region-3') into suitable 
vectors for integration. The desired heterologous polynucleotide sequences may be generated 
in a like manner. 

The integration vectors are constructed to also comprise a fragment of DN A 
containing at least one origin of replication that is functional in an intermediate host but is 
non-functional or poorly functional in the production host. The vectors further comprise one 
or more fragments of DN A conferring resistance to an antibiotic, of which at least one 
functions in the intermediate host and at least one functions in the production host. Preferred 
integration vectors comprise the ColEl and pi J 101 origins of replication, as found in plasmid 
pCS5 (J. Vara etal. y J. Bacterial. 171:5872-5881 (1989)). A particularly preferred vector 
carries a DNA fragment conferring resistance to thiostrepton and ampicillin. However, those 
skilled in the art understand that the particular antibiotic resistance genes and origins of 
replication identified above are necessary only inasmuch as they allow for the generation and 
selection of the desired recombinant plasmids and host cells. Other markers and origins of 
replication may also be used in the practice of the invention. 

When the resident domains of a PKS are functional components of large 
multifunctional polypeptides, care must be taken in the construction of the integration 
plasmid so that the heterologous DNA fragment encoding the heterologous AT domain is 
positioned in the correct orientation and reading frame to its flanking DNA segments so that 
upon translation from the beginning of the coding sequence, an enzymatically functional 
protein is produced. The correct positioning becomes immediately apparent from knowledge 
of the nucleotide sequences of the host PKS genes and the heterologous genes used for gene 
replacement. 

In the second step, each of the integration vectors carrying a related gene or fragment 
thereof is independently introduced into a host strain and recombination between each of the 
genomic fragments in the integration plasmid and its corresponding homologous fragment in 
the host strain chromosome is allowed to occur. This procedure results in the exchange of the 
resident AT-encoding DNA in the chromosome for its heterologous counterpart. The general 
scheme for gene replacement by homologous recombination is outlined in FIG. 5. 
Procedures to introduce DNA into polyketide-producing microorganisms and to facilitate 
homologous recombination are described herein. However, those skilled in the art 
understand that alternative procedures for introducing DNA into a polyketide-producing 
microorganism, such as electroporation, transduction, or conjugation, are well known and 
may also be used in the practice of the invention. Procedures for cultivating polyketide- 
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producing microorganisms, as well as methods to recover novel polyketides produced from 
modified strains, to purify such compounds and to confirm the identity of those compounds 
(such as by mass spectrometry or NMR) are well-known to those of ordinary skill in the art. 
Although the present invention is described in the Examples that follow in terms of 
5 preferred embodiments, they are not to be regarded as limiting the scope of the invention. 
The descriptions that follow serve to illustrate the principles and methodologies involved in 
creating novel derivatives of erythromycin. Whereas the examples below describe the 
replacement of the Sac. erythraea ATI , AT2, and AT4-encoding DNA fragments with a 
heterologous DNA fragment which encodes either an AT domain that specifies incorporation 
10 of malonate (malonate-AT) or an AT domain that specifies incorporation of ethylmalonate 
(ethylmalonate-AT), those skilled in the art understand that one or more fragments of 
^ heterologous DNA encoding malonate, ethylmalonate, allylmalonate, and/or 

up hydroxymalonate (tartronate)-AT domains can be used to replace the other AT-encoding 

DNA fragments of the erythromycin PKS in Sac. erythraea to result in the production of 
tjj 15 other novel erythromycin derivatives. Foi example, novel erythromycins produced when 
5 resident AT-encoding DNA fragments in the erythromycin PKS (eryPKS) are independently 

yj 

fli replaced with heterologous DNA fragments specifying malonate and/or ethylmalonate as the 

5 extender unit are shown in Table I . 

j=y In particular, those skilled in the art understand that following the methods described 

H 20 herein for replacement of a single resident AT-encoding DNA fragment in the eryPKS, 
f*i replacements of two resident AT-encoding DNA fragments with heterologous DNA 

Ej fragments (specifying malonate, ethylmalonate, allylmalonate, and/or hydroxymalonate -AT 

domains) in stepwise fashion are also possible and result in the formation of novel 
disubstituted erythromycins. Similarly, trisubslituted erythromycins, tetrasubstituled 
25 erythromycins, pentasubstituted erythromycins and hexasubstituted erythromycins can also 
be made by replacement of three, four, five and six resident AT-encoding DNA fragments in 
the eryPKS, respectively, with heterologous AT-encoding DNA fragments as described 
herein. Therefore, all substitutions of AT-encoding DNA fragments in the eryPKS with 
heterologous AT-encoding DNA fragments (yielding all varieties of proton, ethyl, allyl, and 
30 hydroxyl substituted erythromycin derivatives) are within the scope of the present invention. 
Examples of compounds produced by such replacements include but are not limited to those 
shown in Table 1 below. 

Table 1 

35 Structures from Changes at Side Chain Positions 
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A. Single Changes 

p. p, p. ft , R< R ff . fckffi£ — 

l\ Me Me Me Me Me 1 2-Desmethylerythroinyein A 

Et Me Me Me Me Me 1 2-Desinethyl- 1 2-ethylerythromycin A 

Me H Me Me Me Me l()-Desmethylerythromycm A 

Me Et Me Me Me Me 10-Desmethyl- 1 0-ethy lerythromyein A 

Me Me H Me Me Me X-Desmethylerythromyem A 

Me Me Et Me .Me Me X-Desmethyl-X-ethylerytluomyein A 

Me Me Me H Me Me 6-Desmelhylerylhromyem A 

Me Me Me Et Me Me 6-Desmethyl-6-elhylerythromyein A 

Me Me Me Me H Me 4-Desmethylerythromyein A 

Me Me Me Me Et Me 4-Desmethyl-4-ethylerythromyein A 

Me Me Me Me Me II 2-Desmelhyleryihromyem A 

Me Me Me Me Me Et 2-Desmethyl-2-ethylerythromyein A 



B. Two Changes 
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2, 1 2-Didesmethy!-2-ethylerythromycin A 
4, 1 2-Didesmethyl-4-ethylerythromycin A 
6, 1 2-Didesmethyl-6-ethylerythromycin A 
X, 1 2-Didesmethyl-X-ethylery thromyein A 
10,1 2-Didesmethy 1 - 1 ()-ethy lery thromyc in A 
2, 12-Didesmethylery thromyein A 
4, 12-Didesmethylery thromyein A 
6, 1 2-Didesmethylerythromyein A 
X, 12-Didesmethylery thromyein A 
10, 12-Didesmethylery thromyein A 
2, 1 O-Didesmethyl-2-ethy lerythromyein A 
4, 1 0-Didesmethyl-4-ethylerythromyein A 
6, 10-Didesmethyl-6-ethy lerythromyein A 
X, 10-Didesmethyl-X-ethylerythromyein A 
2, 10-Didesmethy lery thromyein A 
4, 10- Didesmethylery thromyein A 
6, 10-Didesmethylery thromyein A 
X, 10-Didesmethylerythromyein A 
2,X-Didesmethyl-2-ethylerythromyein A 
4,X-Didesmethyl-4-ethylerythromyein A 
6,X-Didesmethyl-6-ethylerythromycin A 
2,X-DidesmethyIerythromyein A 
4,X-Didesmethy!erythromyein A 
6,X-Didesmethylerythromycin A 
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2,6-Didesmethyl-2-ethylerythromycin A 
4,6-Didesmethyl-4-ethylerythromycin A 
2,6-Didesmethylerythromycin A 
4,6-Didesmethylerythromycin A 
2,4,-Didesmethyl-2-elhylerythromycin A 
2,4,-Didesmelhylerythromycin A 
2,12-Didesmethyl-2,12-diethylerythromycin A 
4, 1 2-Didesmethyl-4, 1 2-diethylerythromycin A 
6, 12-lTidesmethyl-6,l 2-diethylerythromycin A 

10 ■;. Me Et Me Me Me X, 1 2- Didesmethyl-X,l 2-diethy lerythromycin A 

l(),12-Didesmethyl-10,12-diethylerythromycin A 

2, 1 2-Didesmethyl- 12-ethy lerythromycin A 
4, 1 2-Didesmethyl- 12-ethylerythromycin A 
m ivic «v, c .i ™ — 6,1 2-Didesmethyl- 12-ethylerythromycin A 
IS Et Me H Me Me Me X,12-Didesmethyl-12-ethylerythromycin A 

1 0, 1 2-Didesmethyl- 1 2-ethylerythromycin A 
2, 10-Didesmethyl-2,H)-diethylerythromycin A 
4, 10-Didesmethyl-4,K)-diethylerythromycin A 
ivie ci ivic ci .v. c ,^ 6, 1 0-Didesmethy 1-6, 1 ()-diethy lerythromycin A 
20 Me Ft Et Me Me Me «, lO-Didesmethyl-X.lO-diethylerythromycin A 

2, 1 0-Didesmethy I- 10-ethylerythromycin A 
4, 1 0-Didesmethy I- 1 0-ethy lerythromycin A 
6, 10-iyidesmcthyl- 10-ethylerythromycin A 
ivie ui n ivk. iv«, — X,l 0-Didesmethy I- 10-ethylerythromycin A 
15 Me Me Et Me Me Et 2,X-Didesmethyl-2,X-diethylerythromycin A 

4,X-Didesmethyl-4,X-diethylerythromycin A 
6,X-Didesmethyl-6,X-diethyleiythromycin A 
2,X-Didesmethyl-X-ethylerythromycin A 

.vie ivic «. .r^ ~ 4,X-Didesmethyl-X-ethyleiythromycin 

30 Me Me Et H Me Me 6,X-Didesmethyl-X-ethylerythromycin 
~ " Me Me Me Et Me Et 2,6-Didesmethyl-2,6-diethylerythromycin A 

" 4,6-Didesmethyl-4,6-diethylerylhromycin A 

2,6-Didesmethyl-6-ethylerythromycin A 
ivic ivic iv. c .. .t.w 4,6-Didesmethyl-6-ethylerythromycin 

35 Me Me Me Me Et Et 2,4-Didesmethyl-2,4-diethylerythromycin A 

2,4-Didesmethyl-4-ethylerythromycin A 

2,10,1 2-Tridesmethy 1-2-Ethy lerythromycin A 
2,10,1 2-Tridesmethy lerythromycin A 
4, 10,1 2-Tridesmethy l-4-Ethylerythromycin A 
4, 1 0, 1 2-Tridesmethy lerythromycin A 
6, 10,1 2-Tridesmethy l-6-Ethylerythromycin A 
6, 1 0, 1 2-Tridesmethylerylhromyein A 
X, 1 0, 1 2-Tridesmethyl-X-ethylerythromycin A 
X, 1 0, 1 2-Tridesmethy lerythromycin A 
2, 1 0, 1 2-Tridesmethyl-2, 1 2,-diethylerythromycin A 
2, 1 0, 1 2-Tridesmethy I- 1 2-ethylerythromycin A 
4,10,1 2-Tridesmethy 1-4, 1 2-diethylerythromycin A 
4, 1 0, 1 2-Tridesmethyl- 1 2-ethylerythromycin A 
6, 1 0,1 2-Tridesmethy 1-6, 1 2-diethylerythromycin A 
6, 10, 1 2-Tridesmethyl- 1 2-ethylerythromycin A 
X, 10, 1 2-Tridesmethy I -X, 1 2-diethylerythromycin A 
X, 1 0,1 2 Ti idesmethy 1- 12-ethylerythromycin A 
2, 1 0, 1 2-Tridesmethy 1-2, 1 0-diethylery thromycin A 
2, 10,1 2-Tridesmethyl- 10-ethylerythromycin A 
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II Et Me Me Et Me 4,IO,12-Tridesmethyl-4,10-diethylerythromycin A 
H Et Me Me H Me 4,10,12-Tridesmethyl- 10-ethyIerythromycin A 
H Et Me Et Me Me 6, 1 0,1 2-Tridesmethyl-6, 10-diethylerythromycin A 
H Et Me H Me Me 6, 1 0, 1 2-Tridesmethy 1- 1 ()-ethylery thromycin A 
H Et Et Me Me Me 8, 10,1 2-Tridesmethy l-X,10-diethylery thromycin A 
H Et H Me Me Me 8,10,12-Tridesmethyl-IO-ethylerythromycin A 
Ft Et Me Me Me Et 2, 10, 1 2-Tridesmethy 1-2, 1 0, 12-triethylerylhroinycin A 
Et Et Me Me Me H 2, 10,1 2-Tridesmethy 1- 10, 1 2-diethylerythromycin A 
Et Et Me Me Et Me 4, 1 0, 1 2-Tridesmethy 1-4, 1 0, 1 2-triethy lerythromycin A 
Et Ft Me Me H Me 4, 1 0,1 2-Tridesmethy I- 10,12,-diethy lerythromycin A 
Et Et Me Et Me Me 6, 1 0, 1 2-Tridesmethy 1-6, 10,1 2-triethy lerythromycin A 
Et Ft Me H Me Me 6,10,12-Tridesmethyl-10,l2-dielhyIerythromycin A 
Et Et Et Me Me Me 8, 10,1 2-Tridesmethyl-8, 10,1 2-triethy lerythromycin A 
Et Et H Me Me Me 8, 1 0, 1 2-Tridesmethyl- 1 0, 1 2-diethylerythromycin A 
H Me H Me Me Et 2,8 , 1 2-Tr idesmethy I -2-ethy lery thromyc in A 
H Me H Me Me H 2,8,1 2-Tridesmethy lery thromycin A 
H Me H Me Et Me 4,8,12-Tridesmethyl-4- ethylerythromycin A 
H Me H Me H Me 4,8,12-Tridesmethylerythromycin A 
H Me H Et Me Me 6,8, 12-Tridesmethyl-6- ethylerythromycin A 
H M e II | | Me Me 6,8, 1 2-Tiidesmethylerythromycin A 
Ft Me 11 Me Me El 2,8, 1 2-Tridesmelhyl-2, 1 2-dielliy lerylhromycin A 
Fi Mc II Me Me II 2,8,12-Tridesmethyl- 12-cthylerythromycin A 
El Me II Me El Me 4,8, 1 2-Tridesmethyl-4, 1 2-diethy lerythromycin A 
Et Me H Me H Me 4,8, 1 2-Tridesmelhyl-12-ethylery thromycin A 
Ft Me H Et Me Me 6,8,12-Tridesmethyl-6, 1 2-diethylerythromycin A 
Et Me H H Me Me 6,8,1 2-Tridesmethyl- 1 2-elhylery thromycin A 
- H Me Et Me Me Et 2,8, 12-Tridesmethyl-2,8-diethylery thromycin A 

I I Me Et Me Me H 2,8,1 2-Tridesmelhyl-X-ethylerythromycin A 

II Me Et Me Et Me 4,8, 12-Ti idesmethy 1-4,8-diethylery thromycin A 
I I Me Et Me H Me 4,8, 1 2-Tridesmethy l-8-ethylerythromycin A 

I I Me Et Et Me Me 6,8, 1 2-Tridesmethyl-6,8-diethylerythromycm A 

II Me Et II Me Me 6,8, 1 2-Tridesmethy 1-8-ethylerythromycin A 

Et Me Et Me Me Et 2,8, 1 2-Tridesmethy 1-2,8, 1 2-trielhylery thromycin A 
Et Me Et Me Me II 2,8,12-Tridesmethyl-8,12-diethylerythromycin A 
Et Me Et Me Et Me 4,8,1 2-Tridesmethyl-4,8,12-triethylerythromycin A 
Et Me Et Me H Me 4,8, 1 2-Tridesmethyl-X, 1 2-diethylerythromycin A 
Et Me Et Et Me Me 6,8, 1 2<-Tridesmethyl-6,8, 1 2-triethylerythromycm A 
Ft Me Et H Me Me 6,8,12-Tridesmethyl-8,l2-diethylerythromycin A 
H Me Me H Me Et 2,6, 1 2-Tridesmethyl-2 -ethylerythromycin A 

I I Me Me H Me I I 2,6, 1 2-Tridesmethylery thromycin A 

H Me Me H Et Me 4,6, 1 2-Tridesmethyl-4-ethylerythromycin A 

II Me Me H H Me 4,6, 12-Tridesmelhylery thromycin A 

Ft Me Me H Me Et 2,6, 1 2-Tridesmelhyl-2, 1 2-diethylerylhromycin A 
Ft Me Me H Me H 2,6, 1 2-Tridesmethyl- 12-elhylerythromycin A 
Et Me Me H Et Me 4,6,12-Tridesmethyl-4,12- diethylerythromycin A 
Ft Me Me H H Me 4,6,1 2-Tridesmethyl- 12-elhylerythromycin A 

I I Me Me Et Me Et 2,6, 1 2-Tridesmethy 1-2,6-diethylerythromycin A 

II Me Me Et Me H 2,6, 1 2-Tridesmethyl-6,-ethylerythromycin A 

1-1 Me Me Et Et Me 4,6, 1 2-Tridesmethy 1-4,6-diethylerythromycin A 
H Me Me Et H Me 4,6, 1 2-Tridesmethyl-6-ethylerythromycin A 
Ft Me Me Et Me Et 2,6,12-Tridesmethyl-2,6,12-triethylerythromycm A 
Ft Me Me Et Me H 2,6, l2-Tridesmethyl-6, 12-diethylerythromycin A 
Ft Me Me Et Et Me 4,6, 1 2-Tridesmethy 1-4,6, 1 2-triethylery thromycin A 
Et Me Me Et H Me 4,6, 1 2-Tridesmethy 1-6, 12-diethylerythromyc in A 
H Me Me Me H Et 2,4, 1 2-Tridesmethyl-2-elhylery thromycin A 
H Me Me Me H H 2,4, 1 2-Tridesmethylerythromycin A 
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Et Me Me Me H Et 2,4, 1 2-Ti idesmethyl-2, 1 2-diethyl erythromycin A 

Et Me Me Me H H 2,4,12-Tridesmethyl-12-ethylerythromycin A 

ll Me Me Me Et Et 2,4, 1 2-Tridesmethyl-2,4-diethylerythromycin A 

H Me Me Me Et H 2,4, 1 2 -Tridesmethyl-4-ethy lerythromycin A 

Et Me Me Me Et Et 2,4, 1 2-Tridesmethyl-2,4, 1 2-triethylerythromyem A 

Et Me Me Me Et H 2,4,1 2-Ti idesmethyl-2, 12-diethylerythromycm A 

Me H H Me Me Et 2,8,l()-Tridesmethyl-2-ethylerythromycin A 

Me H H Me Me H 2,8,10-Tridesmethylerythromycin A 

Me H H Me Et Me 4,8, I O-Tridesmeihyl-4-ethy lerythromycin A 

Me H H Me I I Me 4,8, 1 0-Tridesmethylerythromycin A 

Me H H Et Me Me 6,8, 1 0-Tridesmethyl-6-ethylery thromycin A 
Me I I H H Me Me 6,8,1 0-Tridesmethylerythromycin A 
Me Et H Me Me Et 2,8, 1 0-Ti idesmethyl-2, 1 0-diethylery thromycin A 
Me Et H Me Me H 2,8,10-Tridesmethyl- l()-ethylerythromycin A 
Me Et H Me Et Me 4,8,10-Tridesmethyl-4,10-diethylerythromycin A 
Me Et H Me H Me 4,8,10-TridesmethyI- l()-ethylerythromycin A 
Me Et H Et Me Me 6,8, 1 0-Tridesmethy 1-6, 1 0-diethylerythromycin A 
Me Et H H Me Me 6,8,10-Tridesmethyl- 1 0-ethy lerythromycin A 

Me H Et Me Me Et 2,8, 1 0-Tridesmethy 1-2,8-diethylerythromycm A 

Me II Et Me Me I I 2,8, 1 0-Tridesmethyl-8-ethylerythromycin A 

Me H Et Me Et Me 4,8, 10-Tridesmelhyl-4,8-diethylerythromycin A 

Me I I Et Me H Me 4,8, 1 0-Tridesmethy 1-8-ethy lerythromycin A 

Me H Et Et Me Me 6,8,1 0-Tridesmethy 1-6,8-diethylerythromycin A 

Me H Et H Me Me 6,8, 10-Tridesmcthyl-8-ethylerythromycin A 

Me Ft Et Me Me Et 2,8,IO-Tridesmelhyl-2,8,IO-triethylerythromycin A 

Me Et Et Me Me I I 2,8, 10-Tridesmethyl-8, 1 0-diethy lerythromycin A 

Me Ft Et Me Et Me 4,8, 10-Tridesmethyl-4,8,10-triethylery thromycin A 

Me Ft Et Me H Me 4,8,l()-Tridesmethyl-8- l()-diethylerythromycin A 

Me Ft Et Et Mc Me 6,8, 1 0-Ti idesmelhyl-6,8, 1 O-tiiethylerythromycin A 

Me Et Et H Me Me 6,8, IO-Tridesmethyl-8, 10-diethylerythromycin A 

Me H Me H Me Et 2,6, 10-Tridesmethyl-2-ethylery thromycin A 
Me I I Me H Me H 2,6, 1 0-Tridesmethylerythromycin A 
Me I I Me H Et Me 4,6, 1 0-Tridesmethy l-4-ethylery thromycin A 
Me I I Me H H Me 4,6, 1 0-Tridesmethylerythromycin A 
Me Et Me H Me Et 2,6, 1 0-Tridesmethyl-2, 1 —diethylerythromycin A 
Me Et Me H Me H 2,6, 1 0-Tridesmethy 1- 1 0-ethy lerythromycin A 
Me Et Me H Et Me 4,6, 1 0-Tridesmethy 1-4, 1 0-diethylery thromycin A 
Me Et Me H H Me 4,6, 1 0-Tridesmethy 1- 1 0-ethy lerythromycin A 
Me H Me Et Me Et 2,6, 1 0-Tridesmethy 1-2,6-diethylerythromycin A 
Me H Me Et Me I I 2,6,10-Tridesmethyl-6-ethyleiythromycm A 
Me H Me Et Et Me 4,6, 1 0-Tridesmethy l-4,6,diethy lerythromycin A 
Me H Me Et H Me 4,6, IO-TridesmethyI-6-ethylerythromycin A 
Me Et Me Et Me Et 2,6,10-Tridesmethyl-2,6, 10-triethylerythromycin A 
Me Et Me Et Me H 2,6,10-Tridesmethyl-6,10-diethylerythromycin A 
Me Et Me Et Et Me 4,6, 1 0-Tridesmethyl-4,6, 1 0-triethylerythromycin A 
Me Et Me Et H Me 4,6,10-Tridesmethyl-6,10-diethylerythromycin A 
Me H Me Me H Et 2,4, 1 0-Tridesmethy l-2-ethy lerythromycin A 
Me H Me Me H H 2,4,1 0-Tridesmethylerythromycin A 
Me Et Me Me H Et 2,4, 1 0-Tridesmethy 1-2,1 0-diethylery thromycin A 
Me Et Me Me H H 2,4, 1 0-Tridesmethy 1-1 0-ethy lerythromycin A 
Me H Me Me Et Et 2,4, 10-Tridesmethyl-2,4-diethy lerythromycin A 
Me H Me Me Et H 2,4, l()-Tridesmethyl-4-ethylerythromycin A 
Me Et Me Me Et Et 2,4, 1 0-Tridesmeihyl-2,4, 10-triethylerythromycin A 
Me Et Me Me Et H 2,4, IO-Tridesmethyl-4, 10-diethylerythromycin A 
Me Me H H Me Et 2.6,8-Tridesmethyl-2-ethylerythromycin A 
Me Me H H Me H 2,6,8-Tridesmethylerythromycin A 
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4,6,8-Tridesmethyl-4-ethylerythromycin A 
4,6,8-Tridesmethylerythromycin A 
2,6,8-Tridesmethyl-2,X-diethylerythromycin A 
2,6,8-Tridesmethyl-8-ethylerythromycin A 
4,6,8-Tridesmethyl-4,8-diethyleiythromycin A 
4,6,8-Tridesmethyl-8-ethylerythromycin A 
2,6,8-Tridesmethyl-2,6-diethyleiythromycin A 
2,f\8-Tridesmethyl-6-ethylerythromycin A 
4,6,8-Tridesmethyl-4,6-diethylerythromycin A 

10 Me Me II lit II Me 4,6,8-Trulesmelhyl-6-ethyleiythromycin A 

2,6,8-Tridesmethyl-2,6,8-triethylerythromycm A 
2,6,X-Tridesmethyl-6,8-diethylerythromyein A 
4,6,8-TridesmethyI-4,6,8-triethylerythromycin A 

_ _ 4,6,8-Tridesmethyl-6,8-triethylerythromycin A 

15 Me Me H Me li Et 2,4,8- Tridesmethyl-2-ethylerythromycin A 

2,4,8-Tridesmethylerythromycin A 
2,4,8-Tridesmethyl-2,8-diethylerythromycin A 
2,4,8-Tridesmethyl-8-ethylerythromycin A 
2,4,8-Tridesmethyl-2,4-diiethylerythromycin A 
20 Me Me H Me Et H 2,4,8-Tridesmethyl-4-ethylerythromycin A 

2,4,8-Tridesmethyl-2,4,8-triethylerythromycm A 
2,4,8-Tridesmethyl-4,8-dielhylerythromycin A 
2,4,6-Tiidesmelhyl-2-ethylerythromycin A 

lvll _ 1Y „_ 2,4,6-Tridesmethylerythromycin A 

25 Me Me Me Et II lit 2,4,6-Ti idesmethyl-2,6-diethylerythromycin A 

2,4,6-Tiidesmethyl-6-ethyl erythromycin A 
2,4,6-Tiidesmethyl-2,4-diethyl erythromycin A 
2,4,6-Tridesmethyl-4-ethyl erythromycin A 
.r.^. ..~ — _ 2,4,6-Tiidesmethyl-2,4,6-triethyl erythromycin A 

30 Me Me Me Et Et H 2,4,6-Tridesmethyl-4,6-diethyl erythromycin A 
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2,8, 1 0, 1 2-Tetradesmethyl-2-ethylery thromycin A 
2,8, 1 0, 1 2-Tetradesmethy!erythromycin A 
4,8,10,1 2-Tetradesmethy l-4-ethy lery thromycin A 
4,8, 1 0, 1 2-Tetradesmethylerythromycin A 
6,8, 1 0» l'2-Tetradesmethyl-6-ethylerythromycin A 
6,8, 1 0, 1 2-Tetradesmethylerythromycin A 
2,6, 1 0, 1 2-Tetradesmelhyl-2, 1 0-diethylery thromycin A 
2,6,l(),12-Telrade.smethyI-10-ethylerythromycin A 
4,8,10,1 2-Tetradesmethy 1-4, 1 0-diethylerythromycin A 
4,8, 1 0, 1 2-Tetradesmethyl- 10-ethylerythromycin A 
6,8,10, 12-Tetradesmethyl-6,1 0-diethylerythromycin A 
6,8, 10, 1 2-Tetradesmethyl- 10-ethylerythromycin A 
2,8, 10, 1 2-Telrade.smethyl-2,8-diethylerythromycin A 
2,8, 10, 1 2-Tetradesmethyl-8-ethylerythromycin A 
4,8,10, 12-Tetradesmethyl-4,8-diethylerythromycin A 
4,8,IO,12-Teirade.smethyl-8-ethylerythromycin A 
6,8, 10, 1 2-Tetradesmethy 1-6,8-diethylerythromycin A 
6,8, 10,12-Tetradesmethyl-8-ethyIery thromycin A 
2,6, 10, l2-Teiradesmethyl-2,8, 10-triethylei ythromycin A 
2,6,10, 1 2-Tetradesmethyl-8,l 0-diethylerythromycin A 
4,8, 10, 12-Tetradesmethyl-4,8, 10-triethylerythromycin A 
4,8, 10, 1 2-Tetradesmethy 1-8, 1 ()-diethylery thromycin A 
6,8, 10, 1 2-Tetradesmethy 1-6,8, 10-triethylerythromycin A 
6,8,10,12-Tetradesinethyl-8,10-diethylerythromycm A 
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Et H H Me Me Et 2,X, 1 0, 1 2-Tetradesmethyl -2, 1 2-diethylerythromycm A 

Rt H H Me Me H 2,8, 1 0, 1 2-Tetradesmethyl- 1 2-ethylerythromycin A 

Et H H Me Et Me 4,8, 1 0, 1 2-Tetradesmethyl-4, 1 2-diethylerythromycm A 

Et H H Me H Me 4,8, 1 0, 1 2-Tetradesmethyl- 1 2-ethylery thromycin A 

Et H H Et Me Me 6,8, 1 0, 1 2-Tetradesmethyl-6, 1 2-diethylerythromycin A 

Et H H H Me Me 6,8, 10,1 2-Tetradesmethyl- 1 2-ethylery thromycin A 

Ft Et H Me Me Et 2,6,l(),12-Tetradesmethyl-2,10,12-triethylerythromyciu A 

Ft Ft H Me Me H 2,6, 1 0, 1 2-Tetradesmethyl- 10, 1 2-diethylerythromycin A 

Ft Ft H Me Et Me 4,8, 1 0, 1 2-Teti adesmethyl-4, 1 0, 1 2-triethylerylhromycin A 

Ft Et H Me H Me 4,8,10,1 2-Tetradesmethyl- 10,1 2-diethy lerythromyc in A 

Et Et H Et Me Me 6,8 , 1 0, 1 2-Tetradesmethy 1-6, 1 0, 1 2-triethy lerythromyc i n A 

Ft Et H H Me Me 6,8, 10,1 2-Tetradesmethyl- 10,12-diethylerythromycin A 

Ft I I Ft Me Me Et 2,8, 10, 12-Tetradesmethyl-2,8, 1 2-triethylerythromycin A 

Et II Et Me Me II 2,8,IO,l2-Tetradesmethyl-8.l2-diethylerytliromycm A 

Ft H Et Me Et Me 4,8, 10, 1 2-Tetradesmethy 1-4,8,1 2-triethy lery thromycin A 

Et H Et Me H Me 4,8, 1 0, 1 2-Tetradesmethy 1-8, 1 2-diethylerythromycin A 

Ft H Et Et Me Me 6,8, 1 0, 12-Tetradesmethyl-6,8, 1 2-triethylerythromycin A 

Ft H Et H Me Me 6,8, 1 0, 1 2-Tetradesmethyl-8, 1 2-diethylerythromycin A 

Ft Ft Et Me Me Et 2,6, 1 0, 1 2-Tetradesmelhy 1-2,8, 1 0, 1 2-tetraethy lei y thromycin A 

Ft Ft Et Me Me H 2,6, 10,12-Tetradesmethyl-8, 10,1 2-triethy lery thromycin A 

E Et Et Me Et Me 4,8, 1 0, 1 2-Tetradesmethy 1-4,8, 1 0, 1 2-tetraethy lery thromycin A 

Ft Et Et Me H Me 4,8,10,12-Tetradesmethyl-8,10,12-triethylerythromycin 

Ft El Et Et Me Me 6,8, 10, 1 2-Tetradesmethyl-6,X, 1 0, 1 2-tetraethylerylhromycin A 

Ft Et Et H Me Me 6,8,10,12-Tetradesmethyl-8,l(),12-triethylerythiomycin 

I I II Me H Me Et 2,6, 10, 12-Tetradesmethyl-2-ethylerythromycin A 

I I H Me H Me H 2,6,10, 12-Tetradesmethylerythromycin A 

II I I Me H Et Me 4,6,10,12-Telradesmethyl-4- ethylerythromycin A 
1-1 I I Me H H Me 4,6, 10, 12-Tetradesmethylerythromycin A 

II Et Me H Me Et 2,6,l{),12-Tetradesmethyl-2,10-diethylerythromycin A 

H Ft Me H Me H 2,6,10, 1 2-Tetradesmethyl- 10-ethy lery thromycin A 

H Et Me H Et Me 4,6, 10,1 2-Tetradesmethy 1-4, 1 0-diethy lery thromycin A 

II Et Me H H Me 4,6,1 0,1 2-Tetradesmethyl- 10-ethylerythromycin A 

II 11 Me Ft Me Ht 2.6. 10. 1 2-Tetradesmelhy 1-2,6-diethylery thromycin A 

II H Me Et Me II 2,6, 10,1 2-Tetradesmethy 1-6-ethylerythroniyciii A 

II II Me Et Et Me 4,6,IO,l2-Tetradesmethyl-4,6-dielhylerythromycin A 

II I I Me Et II Me 4,6, 10, 12-Tetradesmethyl-6-ethylerythromycin A 

II Et Me Et Me Et 2,6,10^ 12-Tetradesmethyl-2,6, 10-triethylerythromycin A 

II Fi Me Et Me 11 2,6,1 0,12-Tetradesmethyl-6,IO-diethylerythromycin A 

II Ft Me Et lit Me 4,6,10, 1 2-Tclradesinethyl-4,6, HMrielhylerytlinnnycin A 

I I Et Me Et H Me 4,6, 1 0, 1 2-Tetradesmethyl-6, 1 0-diethylerythromycin A 

Ft II Me II Me Et 2,6, 1 0, 1 2-Teiradesmethyl-2, 1 2-diethylerythromycin A 

Ft II Me H Me H 2,6, 10, 1 2-Tetradesmelhy I- 1 2-ethylerythromycin A 

Et H Me H Et Me 4,6, 1 0, 1 2-Tetradesmethyl-4,l 2-diethylerythromycin A 

Et H Me H H Me 4,6, 10,1 2-Tetradesmethyl- 12-ethyIerythromycin A 

Et Et Me H Me Et 2,6, 10,12-Tetradesmethyl-2,10,12-triethylery thromycin A 

Et Et Me H Me H 2,6, 1 0, 1 2-Tetradesmethyl- 1 0, 1 2-diethylerythromycin A 

Ft Et Me H Et Me 4,6, 10,1 2-Tetradesmethy 1-4, 10,12-triethylery thromycin A 

Ft Et Me H H Me 4,6, 10,1 2-Tetradesmethyl- 10,1 2-diethy lery thromycin A 

Et H Me Et Me Et 2,6, 1 0, 1 2-Tetradesmethyl-2,6, 1 2-triethylerythromyc in A 

Ft I I Me Et Me H 2,6, 1 0, 1 2-Tetradesmethyl-6, 1 2— diethylery thromycin A 

El I I Me Et Et Me 4,6, 10, l2-Tetradesmethyl-4,6, 12-lrtethyleryihroinycin A 

Et H Me Et H Me 4,6, K),12-Tetradesmethyl-6,1 2-diethylerythromycin A 

Et Et Me Et Me Et 2,6, 1 0, 1 2-Tetradesmethyl-2,6, 1 0, 1 2-tetraethylerythromycin A 

Et Et Me Et Me H 2,6, 1 0, 1 2-Tetradesmethyl-6, 1 0, 1 2-triethylery thromycin A 

Ft Et Me Et Et Me 4,6, 10,12-Tetradesmethyl-4,6, 10,1 2-tetraethy lery thromycin A 

Et Et Me Et H Me 4,6, 1 0, 1 2-Tetradesmethyl-6, 1 0, 12-triethylerythromycin A 
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2,4, 10,1 2-Tetradesmethyl-2-ethylery thromycin A 
2,4, 10, 1 2-Tetradesmethylerythromycin A 
2,4,10,12-Tetradesmethyl-2,10-diethylerythromycin A 
n ci ivic iv C .» 2,4,10, 12-Tetradesmethyl- tO-ethylerythromycin A 

5 H H Me Me Et Et 2,4,10, 12-Tetradesmethyl-2,4-diethylerythromycin A 

2,4,10, l2-Tetradesmethyl-4-ethylerythromycin A 
2,4,10, l2-Tetradesmethyl-2,4, 10-triethylerytluomycin A 
2,4, 10, 1 2-Tetradesmethy 1-4, 10-diethylery thromycin A 
2,4, 10, 1 2-Tetradesmethyl-2, 1 2-diethylerythromycin A 
10 i.-t || Me Me II II 2,4,l(),l2-'letiadesinetliyl-l2-ethylerythiomyi:iii A 

2,4,10, 12-Tetradesmethyl-2, 10, 12-triethyleiythromycin A 
2,4, 10, 12-Tetradesmethyl- 10,1 2-diethylerythromycin A 
2,4,10. 12-Tetradesmethyl-2,4,12-triethylerythromycin A 
vi n iv, c mc ^ 2,4, 10, 1 2-Tetradesmethyl-4, 1 2-diethylerythromycin A 

15 Ft Ft Me Me Et Et 2,4,10,12-Tetrade.smethyl-2 > 4,IO,12-tetraethylerytl»rpmycin A 

2,4, 1 0, 1 2-Tetradesmethy 1-4, 1 0, 1 2-triethy lery thromycm A 
2,6,8, 1 2-Tetradesmethyl-2-ethylery thromycin A 
2,6,8, 12-Tetradesmelhylerythromycin A 
, , „«, .» .. ~ — 4,6,8, 12-Tetradesmethyl-4--ethylerythromycin A 
20 H Me H H H Me 4,6,8,1 2-Tetradesmethylerythromycin A 

2,6,8, 12-Tetradesmethyl-2,8-diethylerythromycin A 
2,6,8, l2-Tetradesmethyl-8--ethylerythromycin A 
4,6.8,l2-Tetrade.smelhyl-4„8-diethylerythiomycin A 

,, 1VIC ^ w 4,6,8,12- leu adesmethyl-8-cthy lery thromycin A 

o S II ivu, || F.t Me Ft 2,6.8,12- Tell adesnuMhyl-2,6-diethy lery thromycin A 

2,6,8, 1 2-Tetiadesinelhyl-6-ethy lery thromycin A 
4,6,8, 1 2-Tetradesmcthyl-4,6-diethylerythromycin A 
4,6,8, 12-Tetradesmethyl-6-ethy lery thromycin A 

,, IV11 , M „ _ 2,6.8,l2-Tetrade.smelhyl-2,6.8-triethylei7thiomycin A 

'«) II Me Et Et Mc II 2,6,8, 1 2-Tetradesmethy 1-6,8-diethylerythromycin A 

4,6,8, l2-Tetradesniethyl-4,6,8-tiielhylerylhromycin A 
4,6,8, 12-Tetradesmetliyl-6,8-diethylerylhromycin A 
2,6,8, 1 2-Tetradesmethy 1-2,1 2-diethylerythromycin A 
m lvlt ,. ...^ .. 2,6,8, 12-Tetradesmethyl- 12-ethyIerythromycin A 

35 |.-, Me || || Ft Mi; 4,6,8, l2-Tetradesmethyl-4,l2-diethyleryllm>mycin A 

4,6,8, 12-Tcliadcsmctliyl- 12-etliylerythromyciii A 
2,6,8, l2-Tetradesmetl»yl-2,X,l2-triethylerythiomycin A 
2,6,8, 1 2-Tetradesmethy 1-8, 1 2-diethylerythromycin A 
n mc i^i .. ^ — 4,6,8, 12-Tetradesmethyl-4,8,l2-triethylerythromycin A 
40 Et Me Et H H Me 4,6,8, 12-Tetradesmethyl-8,12-diethylery thromycin A 

2,6,8,l2-Tetradesmetliyl-2,6,12-triethylerylhromycin A 
2,6,8,l2-Telradesmetl»yl-6,12-diethylerythromyciii A 
4 6,8,12-Tetradesmethyl-4,6,12-triethylerythromycin A 
in mc n ci .. .v.v. 4,6,8, 1 2-Tetradesmethyl-6, 1 2-diethylerythromycin A 
45 Et Me Et Et Me Et 2,6,8, 1 2-Tetradesmethyl-2,6,8, 12-tetraethylerythromycin A 

2.6,X,l2-Tetradesmethyl-6,8,12-triethylerythromycin A 
4,6,8, 1 2-Tetradesmethyl-4,6,8, 12-tetraethyleiytl»romycin A 
4,6,8, 1 2-Tetradesmethyl-6,8, 12-triethylerythromycin A 
,, .. .. — 2,4,6, 1 2-Tetradesmethyl-2-ethylerythromycin A 

50 I I Me Me H H H 2,4,6, 1 2-Tetradesmethylerythromycin A 

2,4,6, 1 2-Tetradesmethyl-2,6-diethylerythromycm A 
2,4,6, 1 2-Tetradesmethy l-6-ethylerythromycin A 
2,4,6, 1 2-Telradesmethy 1-2,4-diethylerythromycin A 
,, ...^ ^ 2,4,6, 1 2-Tetradesmethyl-4-ethylerythromycin A 

55 H Me Me Et Et Et 2,4,6, 1 2-Telradesmethyl-2,4,6-triethylerythromycin A 

2,4.6, 1 2-Teli adesmethyl-4,6-diethylerythromycin A 
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H Et 2,4,6.8-Tetra(lesmethyl-2-ethylerythromycm A 

H H 2,4,6,8-Tetradesmetliylerytliromycin A 

H Et 2,4,6,8-Tetraclesmetliyl-2,6,-tliethylerythromycin A 

H H 2,4,6,8-TetradesiTiethyl-6-ethylerythromycin A 

Et Et 2,4,6,8-Tetradesmethyl-2,4-diethylerythromycin A 

Et H 2,4,6,8-Tetradcsmethyl-4-ethylerythromycin A 

Et Et 2,4,6,8-Tetradesmethyl-2,4,6rtriethylerythromycin A 

Et H 2,4,6,8-Tetradesmethyl-4,6-diethylerythroiTiycin A 

H Et 2.4,6,H-Tetradcsmcthyl-2,8-dicthylcrythromycin A 

H I I 2,4,6,8-Tetradesmethyl-8-ethylerythromycin A 

H Et 2,4/>,8-Tetradesmethyl-2.6,8-triethylerythromycin A 

H H 2,4,6,8-Tetradesinethyl-6,8-diethylerythromycm A 

Et Et 2,4,6,8-Tetradesmethyl-2,4,8-triethylerythromycin A 

Et H 2,4,6,8-Tetradesmethyl-4,8-diethylerythromycin A 

Et Et 2,4,6,8-Tetradesmethyl-2,4,6,8-tetraethylerythromycin A 

Et II 2,4,6,8-Tetradesinethyl-4,6,8-tiiethylerythroniyciii A 

H Me 4,6,8, 1 0, 1 2-Pentadesmethylerythromycin A 

H Me 4,6,8, 10,1 2-Pentadesmethyl-12-ethylerythromycin A 

H Me 4,6,8, 1 0, 1 2-Pentadesmcthyl- 1 0-ethy lerythromycin A 

H Me 4,6,8,1 0,1 2-l , entadesmcthyl-8-ethylerythromycin A 

II Mc 4,6,8,10,l2-l , cntade.smcthyl-6-ethylerythromycm A 

Et Mc 4,6,8,10,12-l , ciuadcsmclhyl-4 ethylcrythroinycin A 

I I Mc 4.6,8,10,l2^'entadesmcthyl-10,12-diethylcrythroniycin A 

H Me 4,6,8,IO,12-l , enUidcsmcthyl-8,l2-dicthylcrytliiomyciii A 

I I Mc 4,6,8, 1 0, 1 2-Pcntadesmcthyl-6, 1 2-dicthylcry thromycni A 

Et Me 4,6,8, 10, l2-Pentadesmeihyl-4,l2-diethylerythiomycin A 

H Mc 4,6,8, 10,12-Pentadesmcthy 1-8, l()-diethylery thromycni A 

I I Mc 4,6,8,10,12-Pcntadesmethyl-6,IO-diethylerythromycin A 

Et Mc 4,6,8, 1 0, 1 2-Pcntadcsmcthy 1-4, 10-dicthylcrylhiomyciM A 

I I Mc 4,6,8,IO,l2-Pcntadesinethyl-6,8-diethylcrylhromycm A 

Et Mc 4,6,8, 10, 12-Pentadesmcthyl-4,8-diethylerythromycm A 

Et Mc 4,6,8,10,l2-Pentadesmcthyl-4,6-diethylerythromycin A 

H Me 4,6,8,10, l2-PentadesmethyI-8,10,12-triethylerythromycin A 

H Me 4,6,8, 10,12-Pentadesmethyl-6,10,12-triethy lerythromycin A. . 

Et Me 4,6,8, 10, 12-Pentadesmethyl-4, 10, 1 2-triethy lerythromycin A 

H Me 4,6,8,10,12-Pentadesmethyl-6,8,12-triethylerythromycm A 

Et Mc 4,6,8, 1 0, 1 2-Pentadesmcthyl-4,8, 1 2-triethylerythromycin A 

Et Me 4,6,8,IO,12-Pentadesmethyl-4,6,12-triethylerythromycin A 

H Me 4,6,8,10,12-Pentadesmethyl-6,8,10-triethylerythromycin A 

Et Me 4,6,8,l(),12-Pentadesmethyl-4,8,10-triethylerythromycin A 

Et Mc 4 6,8,IO,l2-Pcntadcsmcthyl-4,6,10-tricthylcrythromycin A 

Et Me 4,6,8, 10,12-Pentadesmethyl-4,6,8-triethylerythromycin A 

H Me 4.6,8,10,12-Pentadesmethyl-6,8,10,12-tetraethylerythromycin A 

Et Me 4,6,8,l(),12-Pentadesmethyl-4,8,10,12-tetraethylerythromycin A 

Et Me 4,6,8, IO,l2-Pentadesmethyl-4,6,10,12-tetraethyleiythromycin A 

Et Me 4,6,8,IO,l2-Pentadesmethyl-4,6,8,12-tetraethylerythromycin A 

Et Me 4,6,8, 10, 12-Pentadesmethyl-4,6,8,10-tetraethy lerythromycin A 

Et Me 4,6,8,IO,12-Pentadesmethyl-4,6,8,10,12-peiUaethylerythromycin A 

Me I I 2,6,8, 1 0, 1 2-Pentadesmethylerythromycin A 
Me H 2,6,8, 10, 12-Pentadcsmethyl- 12-ethylerythromycin A 
Me H 2,6,8, 10,12-Pentadesmethyl-IO-ethylerythromycin A 
Me I I 2,6,8, l(),12-Pentadesmcthyl-8-ethylerythromycin A 
Me I I 2,6,8, 10,12-Pentadesmethyl-6-ethylerythromycin A 
i Me Et 2,6,8, 1 0, 1 2-Pcntadesmethyl-2-ethylerythromycin A 
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2 6,8, 1 0, 1 2-Pentadesmethyl- 1 0, 1 2-diethylerythromycm A 

2,6,8, 1 0. 1 2-Pentadcsmcthy 1-8, 1 2-diethylerythromycm A 

2,6,8, 1 0, 1 2-Pentadesmethyl-4, 1 2-diethylerythromycm A 

2,6,8, 1 0, 1 2-Pentadesmethyl-2, 1 2-diethylerythromycin A 

2,6,8, 10, 1 2-Pentadesmethyl-X, 10-diethylerythromycm A 

2,6,8,IO,l2-Pentadesmethyl-6,l()-diethylerythroiviycin A 

2,6,8, 1 0, 1 2-Pentadesmethyl-2, 1 0-diethylerythromycin A 

2,6,8, 10, 1 2-Pentadesmethyl-6,8-diethylerythromycin A 

2,6,8, 10,12-Pcntadesmethyl-2,8-diethylerythromycin A 

2,6,H,IOJ2-PeiUa(lesniethyl-2,6-dielliylerythroniycm A 

2.6,8, 1 0, 1 2-Pentadcsmcthyl-8, 1 0, 1 2-triethylerylhromycm A 

2,6,8, 1 0, 1 2-Pentadesmethy 1-6, 1 0,1 2-triethylerythromycm A 

2,6,8, 1 0, 1 2-Pentadesmcthy 1-2, 10,1 2-triethylery ihromyu n A 

2,6,8, 1 0, 1 2-Pentadesmethy 1-6,8, 1 2-triethylery thromyci n A 

2,6,8, 1 0, 1 2-Pentadesmethyl-2,8, 1 2- triethylery thromyci n A 

2,6,8, 1 0, 1 2-Pentade.smethyl-2,6, 1 2-triethylery thromyci n A 

2,6,8, 1 0, 1 2-Pentadesmethyl-6,8, 10-triethyIerythromyci n A 

2,6,8,10, l2-Pentaclcsmelhyl-2,8,10-trielhylerythiomycin A 

2,6,8, 10, 1 2-Pentadesmethyl-2,6, 10-triethylerythromycin A 

2,6,8, 10,12-Pentadesmethyl-2,6,8-triethylerythromycin A 

2,6,8,10,12-Pentadesmethyl-6,8,l(),12-tetraethylerythromycin A 

2,6,8 ) 10,12-Pentadesmethyl-2,8,l(),12-tetraethylerythromycin A 

2,6,8,10,12-Pentadesmelhyl-2,6,10,12-tetraethylcrythromycin 

2,6,8,10,l2-Pcnladcsmethyl-2,6„8,l2-tetracthylciylhn)mycin A 

2 6,8,10,12-Pentadesmethyl-2,6.8,10-tetraethylerythromycin A 

2,6,H,l(),12-Peniadcsmc,lhyl-2.6„8,10,12-pcnlaethylciythiomycin A 

2,4,8,10,12-Pcntadcsmcthylcrythromycin A 

2,4,8, 10,1 2-Pentadesmethyl- 1 2-ethylerythromycin A 

2,4,8,10,12-Pentadcsmelhyl-lO-ethylerythromycin A 

2,4,8, IO,12-Pentadesmcthy1-8-ethylerythromycin A 

2,4,8, 10,12-Pentadesmethyl-4-eUiylery thromycin A 

2,4,8, 1 0, 1 2-Pentadesmethy 1-2-ethylery thromycin A 

2,4,8, 1 0,1 2-Pentadesmethyl- 10,1 2-diethylerythromycm A 

2,4,8, 1 0, 1 2-Pentadesmethy 1-8, 1 2-diethylery thromycin A 

2,4,8, 1 0, 1 2-Pcnladcsmet hy 1-4, 1 2-diethylerythromycin A 

2,4,8, 1 (), 1 2-Pentadesmethy 1-2, 1 2-diethylerythromycin A 

2,4,8, 1 0, 1 2-Pentadesmethyl-8, 1 0-diethylerythromycin A 

2,4,8, 10, 12-Pentadesmethyl-4,10-diethylerythromycin A 

2,4,8 , 1 0, 1 2-Pentadesmethy 1-2, 1 0-diethylery thromycin A 
2,4,8, 10, 12-Pentadesmethyl-4,8-diethylerythromyciii A 
2,4,8,IO,12-Pentadesmethyl-2,8-diethylerythromycin A 
2,4,8,l(),l2-Penladcsmcthyl-2,4-diethyleiythromycin A 
2,4,8,l(),l2-PciUadesinetliyl-8,l(),l2-lriclhylcryllm)mycin A 
2,4,8, 1 0, 1 2-Pentadesmethyl-4, 1 0, 1 2-triethy lerylhromycin A 
2,4,8, 1 0, 1 2-Pentadesmethyl-2, 1 0, 1 2-triethylerythromycm A 
2,4,8, 1 0, 1 2-Pentadesmethy 1-4,8, 1 2-triethylery tin omyc in A 
2,4,8, 1 0, 1 2-Pentadesmcthyl-2,8, 1 2-triethylei ythromycin A 
2,4,8, 10,1 2-Pentadesmelhyl-2,4,l 2-triethylery thromycin A 
2,4,8, 1 0, 1 2-Pentadesmethyl-4,8, 1 ()-triethylery thromycin A 
2,4,8, 1 0, 1 2-Pentaclesmethyl-2,8, 1 0-triethyleryt hromycm A 
2,4,8,10,12-Pentadesmethyl-2,4,10-triethylerythromycin A 
2,4,8,10,l2-Pentadesmethyl-2,4,8-triethylerythromycin A 
2,4,8,10,l2-Pentadesmethyl-4,8,10,12-tetraethylerythromycin A 
2,4,8,l(),l2-Pentadesmethyl-2,8,10,12-tetraethylerythiomycin A 
2,4,8,l(),12-Pentadesmethyl-2,4,10,12-telraethyleryihromycm A 
2,4,8, 1 0, 1 2-Pentadesmelhyl-2,4,8, 1 2-tetraethylery thromycin A 



33 



H Et Et Me Et Et 2,4,8, 10,12-Pentadesmethyl-2,4,8,10-tetraethylerytlm>mycin A 

Et Et Et Me Et Et 2,4,8,l(),12-Pentade.smethyl-2,4,8,IO,12-pentaethyleryttluo.nycin A 

II H Me H H II 2,4,6, 10,1 2-Pentadesmethy lerythromycm 

Et H Me H H H 2,4,6, 10,1 2-Pentadesmethyl-12-ethylerythromycm A 

II Et Me H H II 2,4,6,10,12-Pentadesmethyl-lO-ethylerythromycm A 

II II Me Et I I I I 2,4,6, 10, l2-Pentadesmethyl-6-ethylerythromycin A 

II II Me H Et II 2,4,6, 10, l2-Pentadesmethyl-4-ethylerythiomycin A 

11 H Me H H Et 2,4,6, 10,1 2-Penladesmethyl-2-ethylerythromycin A 

Et Et Me H H H 2,4,6, 1 0, 1 2-Pentadesmethy 1- 1 0, 1 2-diethy [erythromycin A 

Et H Me Et H H 2,4,6, 10, 12-Pentadesmethyl-6,12-diethylerythromycm A 

Ft 11 Me H Et H 2,4,6, 10, 12-Pentadesmethyl-4,12-diethylerythromycin A 

Ft II Me H H Et 2,4,6, 10, l2-Pentadesmethyl-2,12-diethylerylhiomycin A 

H Et Me Et II H 2,4,6, 10, 12-Pentadesmethyl-6,10-diethylerythromycin A 

H Et Me H Et H 2,4,6,10,l2-Pentadesmethyl-4,10-diethylerythromycin A 

H Et Me H H Et 2,4,6, 10,12-Pentadesmethy 1-2, 10-diethylerythromyc in A 

H H Me Et Et I I 2,4,6, 10, 1 2-Pentadesmethy 1-4,6-diethylery thromycm A 

II H Me Et H Et 2,4,6, 10, 12-Pentadesmetliyl-2,6-diethylerythromycin A 

II H Me H Et Et 2,4,6, 10, 12-PentadesmethyI-2,4-diethylerythromycin A 

Ft Ft Me Et H H 2,4,6,l(),12-Pentadesmethyl-6,10,12-triethyleiythromyCin A 

F Ft Me H Et II 2,4,6,IO,12-Pentadesmethyl-4,10,12-tiiethylerythromycin A 

Ft Ft Me H II Et 2,4,6,10, 1 2-Pentadesmethy 1-2, 10,12-lriethyleiythromycin A 

Ft H Me Et Et I I 2,4,6, 1 0, 1 2-Pentadesmethy 1-4,6, 1 2-triethy (erythromycin A 

Ft II Me Et H Et 2,4,6, 1 0, 1 2-Pentadesmelhy 1-2,6, 1 2-triethylerythiomycm A 

Ft H Me H Et Et 2,4,6, 10, 1 2-Pentadesmethyl-2,4,l 2-triethy lei ythroinycin A 

i.i Ft M e Et Et H 2,4,6, 1 0, 1 2-Pentadesmethyl-4,6, 1 0-triethy (erythromycin A 

II Ft Me Ft II Et 2,4,6,10, 1 2-Pentadesinethyl-2,6,10-U'iethylerylhroinycm A 

II Ft Me H Ft Et 2,4,6,IO,12-Penladesmethyl-2,4,10-triethylerylhromycin A 

I I Vi Me Ft Et Et 2,4,6, 10, 12-PeiUadesmethyl-2,4,6-Uiethyierythromycin A 

F Ft Mc Ft lit II 2.4 1 6,l(),r2-l'cn«iKk'Nincthyl-4,6,l(),l2-teliiKMhylnyth«(Mnycui A 

Ft Ft Me Et I I Et 2,4,6,l(),12-Pentadesmethyl-2,6,10,l2-tetraethyleiythii)inycin A 

Ft Ft Me I I Et Et 2,4,6,10,12-PeiUadesmethyl-2,4,10,12-tetraelhylerythromycin A 

F H Me Et Ft Et 2,4,6, 1 0, 1 2-Pentadesmethyl-2,4,6, 1 2-tetraethylery thromycm A 

H Et Me Et Et Et 2,4,6, 10,1 2-PeiUadesmelhyl-2,4,6,10-tetraethylery thromycm A 

Et Et Me Et Et Et 2,4,6, 10,1 2-Pentadesmethy 1-2,4,6, 1 0,12-pentaethy lerythromycm A 

fl Me II II II II 2,4,6.8, 1 2-Pentadcsmcthylerylhromycin A 

Et Me H H H H 2,4,6,8, 12-Penladesmethyl- 12-eUiy lerythromycm A 

H Me Et H H H 2,4,6,8,12-Pentadesmethyl-8-ethylerythromycm A 

i.| Me H Et H H 2,4,6,8, 1 2-Pentadesmethy 1-6-ethylery thromycm A 

H Me H H Et H 2,4,6,8, 12-Pentadesmethyl-4-ethy lerythromycm A 

I I Me H H H Et 2,4,6,8, 1 2-Pentadesmethy I-2-ethylerythromycm A 

Ft Me Et H H I I 2,4,6,8, 1 2-Pentadesmethyl-8,12-diethylerythromycin A 

Ft Me H Et H II 2,4,6,8, 1 2-Pentadesmethyl-6, 1 2-diethylerythi omycin A 

Ft Me H H Et H 2,4,6,8, 12-Pentadesmethyl-4,12-diethylerythromycin A 

Et Me H H H Et 2,4,6,8, 1 2-Pentadesmethyl-2, 1 2-diethylerytliromycm A 

I I Me Et Et H H 2,4,6,8, 1 2-Pentadesmethyl-6,8-diethylerythromycm A 

H Me Et H Et H 2,4,6,8, 12-Pentadesmethyl-4,8-diethy lerythromycm A 

H Me Et H H Et 2,4,6,8, 12-Pentadesmethyl-2,8-diethy lerythromycm A 

I I Me H Et Et H 2,4,6,8, 12-Pentadesmethyl-4,6-diethylerythromycm A 

II Me II Et I I Et 2,4,6,8, 1 2-Pentadesmethyl-2,6-diethylerythi omycin A 
M Me II H Et Et 2,4,6,8, 1 2-Pentadesmethyl-2,4-diethy lerythromycm A 

Ft Me Et Et H I I - 2,4,6,8, 1 2-Pentadesmethyl-6,8, 1 2-triethylery thromycin A 

Ft Me Et H Et I I 2,4,6,8, 1 2-Pentadesmethyl-4,8,12-triethylerythromycin A 

,v t Me Et H H Et 2,4.6,8, 12-Pentadesmethyl-2,8,1 2-triethy lerythromycm A 

Ft Me H Et Et H 2,4,6,8, 1 2-Pentadesmethyl-4,6, 1 2-triethylerythroniycin A 

Ft Me li Et 11 Et 2,4.6,8, 1 2-Pentadesmetliyl-2,6,12-triethylerythromycin A 

Ft Me 11 M Et Et 2,4,6,8, 12-Pentadcsmethyl-2,4,12-triethylerythromycin A 



34 



I I Me Et Et Et H 2,4,6,8, 12-Pcntadesmethyl-4,6,8-triethylerythromycin A 
l-j Zl Ft Et H Et 2,4,6,8, 1 2-Pentadesmethyl-2,6,8-triethylery thromycin A 

II M e Et H Et Et 2,4,6,8, 1 2-Pentadesmethyl-2,4,8-triethylerythromycin A 
J I Mp H Et Et Et 2,4,6,8, 12-Pentadesmethyl-2,4,6-triethylerythromycm A 

Ft Me Et Et Et H 2,4,6,8, 12-PentadesmethyI-4,6,8-triethylerythromycin A 

R Me Ft Et H Ft 2,4,6,8, 1 2-Pentadesinetliyl-2,6,8,12-tetraethylerylhiomycin A 

R Me Et II Et Et 2,4,6,8,l2-Pfcntadesmelhyl-2.4.8.12-tetracthylcryliromycinA 

F Me H Et Et Et 2,4,6,8, 1 2-Pentadesmethyl-2,4,6, 1 2-tetraethylerythromycin A 

H Me Et Et Et Et 2,4,6,8,1 2- Pentadesmethyl-2,4,6,8-letraethylerythromycin A 

Ft Me Et Et Et Et 2,4,6,8, 1 2-Pentadesmethyl-2,4,6,8, 12-pentaethylerythromycm A 

Me 11 H H H H 2,4,6,8, 10-Pentadesmethylerythromycin A 

Me Et H H H H 2,4,6,8, 1 0-Pentadesmethyl- 10-ethylerythromycin A 

Me H Et H H H 2,4,6,8, lO-Pentadesmethyl-8-ethylerythromycin A 

Me H H Et H H 2,4,6,8, lO-Pentadesmethyl-6-ethylerythromycin A 

Me H H H Et H 2,4,6,8, 10-Pentadesmethyl-4-ethylerythromycin A 

Mp H H H H Et 2,4,6,8, 10-Pentadesmethyl-2-ethylerythromycin A 

M~ Ft Et H H H 2,4,6,8, 10-Pentadesmethyl-8, 10 diethylerythromycin A 

Me Ft H Et H H 2,4,6,8, 10-Pentadesmethyl-6, 10 diethylerythromycin A 

Me Ft H H Et H 2,4,6,8, 1()-Pentadesmethy 1-4, 10 diethylerythromycin A 

M. R | | M I I Et 2,4,6,8, 1 0-Pentadesmethy 1-2, 1 0 diethylerythromycin A 

M e H Et Et H H 2,4,6,8, 10-Pentadesmethyl-6.8-diethylerythromycin A. 

Me | | Ft I I Ft 11 2,4,6,8, l()-Pcntade.smelhyl-4,8-dielhylerylhromyciiv A 

Me 11 Et H H Et 2,4,6,8, l()-Pentadesmethyl-2,8-diethylerylhromycin A. 

Me H H Et Et H 2,4,6,8, 10-Pentadesmethyl-4,6-diethylerythromycin A 

M e || H Et II Et 2,4,6,8, 10-PeiUadesmethyl-2,6-diethylerythromycin A 

Me H H H Et Et 2,4,6,8, l()-Pentade.smethyl-2,4-diethylerythromycin A 

Me Ft Et Et H II 2,4,6,8, IO-Pentadesmethyl-6,8,10-triethylerythromycin A 

Me Ft Ft H Ft I I 2.4,6,8, 1 0-Pentadesmethy 1-4,8, l()-triethyleryth.omycin A 

fjL. j;» r | | || |-U 2,4,6,8, 1 0-Pcntadesmclhy 1-2,8, 10-trielhylerylluomycin A 

Me Ft H Et Et I I 2,4,6,8, 1 0-Pentadesmelhy 1-4,6, 1 O-triethylerylhi omycin A 

Me Et H Et H Et 2,4,6,8, l()-Pentadesmethyl-2,6,10-triethylerythromycin A 

M e Et 11 H Et El 2,4,6,8, 1 0-Pentadesmethyl-2,4, 1 O-triethylerythiomycin A 

Me H Et Et Et II 2,4,6,8, 1 0-Pentadesmethy 1-4,6,8-triethylei ylhroinycin A 

Me I I Et Et H Et 2,4,6,8, 1 ()-Pentadesmethyl-2,6,8-triethylery thromycin A 

M .. n |? t | | Et Ft 2,4,6,8,10-Pentadesmelhyl-2,4,8-trtethylerythroinycin A 

Me I I H Et Et Et 2,4,6,8, |0-Pentadesmethyl-2,4,6-triethylerythromycin A 

Me Et Et Et Et H 2,4,6,8,1 ()-Pentadesmethyl-4,6,8,10-tetraethylerythromycin A 

Me Ft Et Et H Et 2,4,6,8, 1 0-Pentadesmethy 1-2,6,8, 10-tetraethylerythromycin A 

Me Ft Ft 11 Et Ft 2,4,6,8, 1 0-Penladesmelhyl-2,4,8,10-tetraethylerythi omycin A 

Me Ft Vl Et Et Et 2,4,6,8,IO-Pentadesmethyl-2,4,6,I()-tetraethyleiylhiomycin A 

Me H Et Et Et Et 2,4,6,8, 10-Pentadesmethyl-2,4,6,8-tetraethyIerythromycin A 

Me Et Et Et Et Et 2,4,6,8,1 ()-Pentadesmethyl-2,4,6,8,10-pentaethylerythromycin A 

F. Six Changes ... a 

2,4,6,8, 10,1 2-1 lexadesmethy lery thromycin A 

2,4,6,8, 10, 1 2-1 lexadesmethyl- 1 2-ethylerythromycin A 
2,4,6,8, 1 0, 1 2-Hexadesmethyl- 1 0-ethylerythromycin A 
2,4,6,8, 1 0, 1 2-1 lexadesmethy l-8-ethylerythromycin A 
2,4,6,8, 1 0, 1 2-l lexadesmethy l-6-ethylerythromycin A 
2,4,6,8, 10,12-Hexadesmethyl-4-ethylerythromycin A 
2,4,6,8, 1 0, 1 2-Hexadesmethyl-2-ethylerythromycin A 
2,4,6,8, 1 0, 1 2-Hexadesmethyl- 1 0, 1 2-diethylerythromycm A 
2,4,6,8, 1 0, 1 2-Hexadesmethy 1-8, 12-diethy lery thromycin A 
2,4,6,8, 1 0, 1 2-Hexadesmethyl-6, 12-diethylerylhromycm A 
2,4,6,8, 1 0, 1 2-Hexadesmethyl-4, 1 2-diethylery thromycin A 
2,4,6,8, 1 0, 1 2-Hexadesmethy 1-2, 12-diethy (erythromycin A 
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H Et Et H H H 2,4,6.K.H),l2-Hexadesmelhyl-H,10-diethylerylhromycin A 

H Et H Et H H 2,4,6,«,HM2-Hexadesmethyl-6,lO-diethylerythromycin A 

H Et H H Et H 2,4A«,lO,12-Hexadesmethyl-4,l()-diethylerythioniycin A 

H Et H H H Et 2,4,6,8,10, l2-Hexadesmethyl-2,10-diethylerythromycin A 

II II Et Et H H 2,4/i,8,10,12-llexadesmelhyl-6,8-diethylerythromycin A 

H H Et H Et H 2,4,6,8, 10, 12-Hexadesmethyl-4,8-diethylerythromycin A 

H H Et H H Et 2,4,6,8, 10, 12-Hexadesmethyl-2,8-diethylerythromycm A 

H H H Et Et H 2,4,6,8, H),12-HexadesmethyI-4,6-diethylerythromycin A 

, , | | i-i Et II Et 2,4,6,8, 10, 12-Hexadesmethyl-2,6-diethylerythromycm A 

,., || i| h Et Et 2,4,6,8, 1 0,1 2-1 lexadesmethyl-2,4-diethylerytlm>mycin A 

Et Et Et H H H 2,4,6,8, 1 0, 1 2-1 lexadesmelhyl-8, 1 0, 1 2-triethylerythromycm A 

Ft Et H Et H H 2,4,6,8, 1 0, 1 2-Hexadesmethyl-6, 1 0, 1 2-triethylerythromycin A 

E t Et H H Et H 2,4,6,8, 1 0, 1 2-Hexadesmethyl-4, 10, 1 2-triethylerythromycm A 

Ft Et H H H Et 2,4,6,8, 1 0, 1 2-Hexadesmethyl-2, 10, 1 2-triethylei ythromycin A 

Et H Et Et H H 2,4,6,8, 1 0, 1 2-Hexadesmethyl-6,8, 1 2-triethylerythromycm A 

Et H Et H Et H 2,4,6,8, 10.1 2-Hexadesmethy 1-4,8,1 2-triethy lery thromycm A 

Et II Et H H Et 2,4,6,8, 10,12-Hexadesmethy 1-2,8,1 2-triethy lery thromycm A. 

Ft H H Et Et H 2,4,6,8, 1 0, 1 2-Hexadesmelhyl-4,6, 1 2-triethylerythromycm A 

Et H H Et H Et 2,4,6,8, 1 0, 1 2-1 lcxadesmethyl-2,6, 1 2-triethy lerythromycin A 

pi || H H Et Et 2,4,6,8, 1 0, 1 2-Hexadesmethy 1-2,4, 1 2-triethy lerythromycin A 

II Et Et Et II H 2,4,6,8,l(),12-llexadesmethyl-6,8,10-trieUiylerythrcM^ 

II " ' ' ' * 

II 
II 
II 



F t Ft n Et I I 2,4,6,8,10,12-1 lexadesmelhy 1-4,8, 10-trielhy lei ythromycin A 

Ft Et H II Et 2,4,6,8,10,12-1 lexadesmethyl-2,8, 10-triethyleiythmmycin A 

Ft H Et Ft H 2,4,6,8, 1 0, 1 2-Hexadesmethyl-4,6, 10-triethy lerythromycin A 

... E t n Et I I El 2,4,6,8,10,12-1 lexade.smethyl-2,6,10-triethylerythromyi in A 

I, ,; t h i-i Et lit 2,4,6,8,10,12-1 lexadesmelhyl-2,4, 10-triethy lerylluoniycin A 

II II Et Et Et II 2,4,6,8, 10, 12-Hexadesmethyl-4,6,8-lriethy lery thromycm A 

II ,| Et Et II Et 2,4,6,8,10,12-1 lexade.smethyl-2,6,8-triethylerythromycm A 

I I | | E t h Et lit 2,4,6,8,10,12-1 lexadesmethyl-2,4,8-triethylery thromycm A 

II 11 H Et Et Et 2,4,6,8, 10, 12-Hexadesmethyl-2,4,6-triethylerythiomycin A 

Ft Et Et Et I I H 2,4,6,8, 10, 12-l lexadesmethyl-6,8,10,12-tetraethylerythromycin A 

Et Ft Et H Et I I 2,4,6,8, 1 0, 1 2-Hexadesmethy 1-4,8, 10,1 2-tetraelhy lerythromycin A 

Et Et Et H H Et 2,4,6,8, 10,12-Hexadesmethyl-2.8, 10,1 2-tetraelhy lerythromycin A 

Et Et H Et Et H 2,4,6,8, 1 0, 1 2-Hexadesmethy 1-4,6, 1 0, 1 2-tetraethy lery thromycm A 

Ft Et I I Et H Et 2,4,6,8, 1 0, 1 2-Hexadesmethyl-2,6, 1 0, 1 2-telraethy lerythromycin A 

E t E t h H Et Et 2,4,6,8, 10, 1 2-Hexadesmethyl-2,4, 10,12-tetraethylerythromycin A 

Et H Et Et Et H 2,4,6,8, il),12-Hexadesmethyl-4,6,8,12-tetraethylerythromycm A 

Et H Et Et H Et 2,4,6,8, l(),12-Hexadesmethyl-2,6, 8, 1 2-tetraelhy lerythromycin A 

Ft H Et H Et Et 2,4,6,8, 10,12-Hexadesmethyl-2,4,8,12-tetraethylerythromycin A 

E t i-i h Et Et Et 2,4,6,8, 1 0, 1 2-llexadesmethyl-2,4,6, 1 2-tetraethylery thromycm A 

I I Et Et Et Et I I 2,4,6,8, 10,12-Hexadesmethyl-4,6, 8, 10-teuaethylerytliromycin A 

I I Et Et Et H Et 2,4,6,8, 10, 12-HexadesmethyI-2,6,8,10-tetraethylerythromycm A 

H Et Et H Et Et 2,4,6,8, 1 0,1 2-Hexadesmethy 1-2,4,8, 10-tetraethy lerythromycin A 

H Et H Et Et Et 2,4,6,8, 10, 1 2-Hexadesmelhyl-2,4,6,IO-tetraeihylerythromycm A 

H H Et Et Et Et 2,4,6,8, 10, 12-Hexadesmethyl-2,4,6,8-tetraethylerythromycin A 

Ft Et Et Et Et 11 2,4,6,8, 10,1 2-1 lexadesmethyl-4,6,8,1 0,1 2-penlaetliylerytliromycin A 

Et Et Et Et H Et 2,4,6,8, K),l2-Hexadesmethyl-2,6,8, 10,12-pentaethylerythromycm A 

Et Ft Et I-I Et Et 2,4,6,8, 1 0,1 2- liexadesmethyl-2,4,8, 10,12-pentaethylerythromycm A 

l^t Ft H Et lit Et 2,4,6,8, 10,1 2-1 lexadesmethyl-2,4 ,6, 10,12-pentaethylerythromycm A 

Ft H Et Et Et Et 2,4,6,8, 10,12-Hexadesmethyl-2,4,6„8, 12-pentaethylerythromycin A 

H Et Et Et Et Et 2,4,6,8, 10, 12-Hexadesmethyl-2,4,6,8,10-pentaethylerythromycin A 

Et Et Et Et Et Et 2,4,6,8,10,12-llexadesmethyl-2,4,6,8,10,12-hexaethylerythiomycin 



Although in the Examples that follow the AT-encoding DNA fragments from S. 
hyuroscopicus ATCC 29253, S. venezuelae ATCC 15439, and S. caelestis NRRL-2821 were 
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used to replace resident AT-encoding DNA fragments in the eryPKS to yield desmethyl, 
desmethylethyl, and desmethylhydroxyerythromyeins, it is understood that many malonale, 
ethylmalonate, and hydroxymalonate AT-encoding DNA fragments can be used in place of or 
in addition to the heterologous malonale. ethylmalonate, and hydroxymalonate- AT DNA 
fragments described herein to produce the same desmethyl, desmethylethyl, and 
desmethylhydroxyerythromycin compounds. Examples of DNA fragments encoding 
malonate-AT domains that can be used in place of or in addition to those specifically 
described in the Examples below include but are not limited to the DNA fragments encoding 
AT domains from modules 2, 5, K, 9, II, or 12 of the rapamycin PKS genes from S. 
hygroscopicus, the AT domain from module 2 of the PKS responsible the synthesis of 
methymycin or pikromycin by S. venezuelae , the AT domains from modules 3 and 7 of the 
PKS responsible for the synthesis of tylosin by S.fradiae, or the AT domains from modules 
1, 2, 3 and 7 of the PKS responsible for the synthesis of spiramycin by S. ambofaciens. 
Examples of DNA fragments encoding ethylmalonate- AT domains that can be used in place 
of or in addition to those specifically described in the Examples below include but are not 
limited to the DNA fragments encoding the AT domain from module 5 of the spiramycin 
PKS genes from S. ambofaciens, the AT domain from module 5 of the tylosin PKS genes 
from S.fradiae, and ihe AT domain from module 5 of the maridomycin PKS genes of S. 
Iivgroscopicus. Examples of DNA fragments encoding hydroxymalonate- AT domains that 
can be used in place of or in addition to those specifically described in the Examples below 
include but are not limited to the DNA fragments encoding the AT domain from module 6 of 
the spiramycin PKS genes from S. ambofaciens, the AT domain from module 6 of the 
maridomycin PKS genes from S. hygroscopicus, and the AT domain from module 6 of the 
leucomycin PKS genes from Streptoverticillium kitasatoensis . Thus the use of any and all 
DNA fragments encoding malonate, ethylmalonate, and hydroxymalonate-ATs to replace any 
of the resident DNA fragments encoding methylmalonale-ATs in the eryPKS genes to result 
in the production of novel derivatives of erythromycin are considered within the scope of the 
present invention. 

Furthermore, those of ordinary skill understand that following the methods described 
herein for replacement of resident AT-encoding DNA fragments in the eryPKS, the DNA 
fragments encoding malonate- ATs in S. hygroscopicus, S. venezuelae, or S. caelestis, and 
ethylmalonate or hydroxymalonate-ATs in 5. caelestis may be replaced with those AT- 
encoding DNA fragments from the eryPKS which utilize methylmalonyl CoA as a substrate. 
As with the eryPKS, all combinations are contemplated, leading to the production of, for 
example, 1 3-methylrapamycin, 15-methylrapamycin, 33-methylrapamycin, 13,15- 
dimethylrapamycin, 13,15,33-trimethylrapamycin, and 10-methylpikromycin. 

The methods of the present invention are widely applicable to all erythromycin- 
producing microorganisms, of which a non-exhaustive list includes Saccharopolyspora 
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species, Streptomyces griseoplanits,Nocanlia sp., Micromonospora sp., Arthrobacter sp. and 
Streptomyces antibioticus . Of these, Sac. erythraea is the most preferred. Other hosts, which 
normally do not produce erythromycin but into which the erythromycin biosynthesis genes 
can be introduced by cloning, can also be employed. Such strains include but are not limited 
to Streptomyces coelicolor and Streptomyces lividans or Bacillus subtilis, as examples. In 
each of the other erythromycin-producing strains, replacement of the resident AT domains in 
the erythromycin PKS is conducted by double homologous recombination using cloned 
eryPKS sequences on both sides of the AT domain to be replaced to effect the switching of 
the resident AT with a heterologous AT as illustrated in the Examples that follow. 

Many other variations of the methods that are illustrated in the Examples that follow 
will occur to those skilled in the art. For example, whereas the plasmids pUClX, pUC19, 
pGEM3Zf, and pCS5 were employed in the present invention for the cloning of the LigAT2, 
venAT, rapAT14, NidAT5, or NidAT6-encoding DNA fragments and construction of the 
integration vectors, other plasmids, phage, or phagemids including but not limited to 
pBR322, P ACYC1«4, M 1 3mp 1 8, M 1 3mp 1 9, pGEM7Zf and the like can be used in their, 
place to allow the same constructions to be made. Furthermore, many alternative strategies 
can be followed for the cloning of the heterologous AT-encoding DNA fragments into 
integration vectors that enable homologous recombination to occur in corresponding regions 
of the eryPKS. Examples of alternative strategies include the use of longer or shorter 
fragments of DNA corresponding to either the AT domains or the Hanking sequences, using 
different restriction sites for the cloning of the AT domains or the adjacent flanking 
sequences, or changing the sequence of a resident AT-encoding DNA fragment so that it 
expresses a domain which recognizes malonyl CoA as a substrate rather than methylmalonyl 
CoA. All such variations are within the scope of the present invention. Similarly, employing 
alternative strategies to introduce DNA into Sac. erythraea or other erythromycin-producing 
hosts for the purpose of effecting gene exchange to result in the production of novel 
erythromycins, such as conjugation, transduction or electroporation are also included within 
the scope of the present invention. 

Those skilled in the art also understand that erythromycins B, C and D are naturally 
occurring forms of erythromycin and therefore would be produced as novel derivatives in 
Sac. erythraea by the modifications disclosed herein. Production of these forms may be 
further enhanced by inactivation of eryK (Stassi, D. et al. J. Bacteriology , 175: 182-1 89, 
(1993)) to yield erythromycin B derivatives, eryG (S. F. Haydock et al. Mol. Gen. Genet. 
230: 120- 128(199 1)) to yield erythromycin C derivatives and eryK and eryG to yield 
erythromycin D derivatives. Furthermore, in Sac. erythraea, 6-deoxy forms of the novel 
erythromycins A, B, C and D can be generated by inactivation of eryF (J. M. Weber el al. 
Science 252:1 14-1 17(1991)) (in addition to those specified above), which encodes the 
hydroxylase responsible for hydroxylating the C-6 position. In addition, conversion of 6- 
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deoxy forms of the novel erythromycins A, B, C and D to their corresponding erythromycin 

A, B, C, and D derivatives may be accomplished by cloning additional copies or by 
employing other means of overexpression of the eryF gene in the production host. Similarly, 
conversion of novel forms of erythromycins B, C and D to novel forms of erythromycin A 
may be achieved by expressing or ovei expressing eryK and/or eryG in the production host. 
The methodologies for generating erythromycins B, C and D and 6-deoxyerythromycins A, 

B, C and D are well known to those of ordinary skill in the art. 

Those skilled in the art also understand that erythronolide B and 3-a- 
mycarosylerythronolide B are naturally occurring intermediates in the biosynthesis of 
erythromycin and therefore would be produced as novel intermediates in Sac. erythraea by 
the modifications disclosed herein. Production of these forms may be further enhanced by 
inactivation of any of the eryB genes to yield erythronolide B or eryC genes to yield 3-ot-L- 
mycarosylerythronolide B (Weber et al. ./. Bacterial. 172:2372-2383 (1990)) and Haydock et 
al. Mol. Gen. Genet. 230: 1 20- 1 28 ( 1 99 1 )). Furthermore, 6-deoxy forms of these novel 
intermediates can be generated by inactivation of eryF as described above. The 
methodologies for generating erythronolide B and 3-a-mycarosylerythronolide B, as well as 
their 6-deoxy derivatives, are well known to those of ordinary skill in the art. 

Pi V^.ri:!! Strains , Plasmid Vectors, and Growth Media 
The erythromycin-producing microorganism used to practice the following examples 
of the invention was Sac. erythraea ER720 (J.P. DeWitt, ./. Bacterial. 164: 969 (1985)). The 
host strain for the growth of E. coli derived plasmids was DH5a from GIBCO BRL, 
Gaithersburg, MD). The S. hygroscapicus strain that carries the Lig-PKS cluster is available 
from the American Type Culture Collection , Bethesda, MD under the accession number 
ATCC 29253. The S. venezuelae strain that carries the venAT domain described herein is 
available from the American Type Culture Collection , Bethesda, MD under the accession 
number ATCC 15439. 

E. coli bacteria carrying pUC18/venAT has been deposited at the Agricultural 
Research Culture Collection (NRRL), 1815 N. University Street, Peoria, Illinois 61604 
U.S.A., as of December 23, 1996, under the terms of the Budapest Treaty and will be 
maintained for a period of thirty (30) years from the date of deposit, or for five (5) years after 
the last request for the deposit, or for the enforceable period of the U.S. patent, whichever is 
longer. The deposit and any other deposited material described herein are provided for 
convenience only, and are not required to practice the present invention in view of the 
teachings provided herein. The DNA sequence in all of the deposited material is incorporated 
herein by reference. E. coli bacteria carrying pUC18/venAT was accorded NRRL Deposit 
No B-21652. 
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Plasmid pUC18 and P UC19 can be obtained from GIBCO BRL. Plasmid pCS5, a 
multifunctional vector for integrative transformation of Sac. erythraea is described in Vara, 
et al. , J. Bacteriology , 17 1 :5872-588 1 ( 1 9X9) and is referred to therein as pWHM3. Cosmid 
P NJ1 is described in Tuan, et al.. Gene. 90: 21-29 (1990). 

Sac. erythraea was grown for protoplast formation and routine liquid culture in 50 mL 
of SGGP medium (Yamamoto, et al.,J. Antibiotic. 39:1304 (1986)), supplemented with 10 
|ig of thiostrepton/mL for plasmid selection where appropriate. 

Rea gents an ^| fiy-mtml Methods 
Commercially available reagents were used to make compounds, plasmids and 
genetic variants of the present invention, including butyric acid, ampicillin, thiostrepton, 
restriction endonucleases, T4-DNA Hgase. and calf intestine alkaline phosphatase. The 
nucleotide sequence of the try A genes from Sac. erythraea has been deposited in the 
GenBank database under the accession numbers M63676 and M63677 and are publicly 
available. 

Standard molecular biology procedures (Maniatis et al. , supra) were used for the 
construction and characterization of replacement plasmids. Plasmid DNA was routinely 
isolated by the alkaline lysis method (H. C. Birnboim and J. Doly, 1979 Nucleic Acids Res. 
2: 1513) or with QIAprep Spin Plasmid kit (Qiagen, Inc., Chatsworth, CA) according to the 
manufacturers instructions. Restriction fragments were recovered from 0.8-1 % agarose gels 
with Prep-A-Gene (BioRad). The products of ligation for each step of the plasmid 
constructions were used to transform the intermediate host, E. coli DH5a (GIBCO BRL), 
which was cultured in the presence of ampicillin to select for host cells carrying recombinant 
plasmids. Selection for insert DNA with X-gal was used where appropriate. Typically, LB 
plates contain 30 mL of LB agar (Maniatis et al. , supra). Plasmid DNAs were isolated from 
individual transformants that had been grown in liquid culture and characterized with respect 
to known restriction sites. DNA sequence determination was by cycle sequencing ifmol 
DNA Sequencing System. Promega Corp. Madison, Wl) according to the manufacturer's 
instructions. 

SCM medium consist of 20 g Soytone, 15 g Soluble Starch, 10.5 g MOPS, 1.5 g 
Yeast Extract and 0.1 g CaCl2 per liter of distilled H2O. SGGP medium is described in 
Yamamoto. etal, 1986, J. Antibiotic. 22:1304. PM buffer (per liter) is 200 g sucrose. 0.25 g 
K2SO4 in 890 mL H2O, with the addition after sterilization of 100 mL 0.25 M TES, pi 1 7.2, 
2 mL trace elements solution (Hopwood, etal., 1985. Genetic Manipulation of Streptomyces 
A Laboratory Manual, The John Innes Foundation), 0.08 mL 2.5 M CaCl2, H) mL 0.5% 
KH2PO4, 2 mL 2.5 M MgCl2- 

Integrative transformation of Sac. erythraea protoplasts, and routine growth and 
sporulation were carried out according to procedures described in Donadio, etal., 1991, 
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Science 111:97; Weber and Losick, 1988, Gene 68:173; and Yamamoto, etal.* 19X6, J. 
Antibiotic. 22:1304. 

Oligo primers used in the PCR amplifications and described in the Examples below 
are as follows: 



5' -ATCTACACSTCSGGCACSACSGGCAAGCCSAAGGG-3 ' 

5 ' -CTSAAGGCSGGCGGCGCSTACGTSCCSATCGACCC ) - 3 ' 

5 ' - CGCG AATTCCTAGGCTGGCGGTG ATGTTC A - 3 ' 

5 ' -GCCGGATCCATGCATACGTCGGCAGGGAGGTAC-3 ' 

5 ' -GCTCGAATTCGCTGGTCGCGGTGCACCT-3 ' 

5 ' -GACGG ATCCGGCCCTAGGCTGCGCCCGGCTCG- 3 ' 

5 ' -TTGGGATCCTATGCATTCCAGCGCGAGCGC - 3 ' 

5 ' -GAGAAGCTTGGCGCGACTTGCCCGCT-3 • 

5 < - 'I-i^^rrTAAGC'rTGGTACCTGCTC ACCGGC AAC ACCG - 3 ' 

5 * -l M riTTTGGATCCCTGCAGCr;TAGGGTC(X;AG(X , AC r I , GCCC;CIT-3 ' 

5 * - TTT TTTCTGCAGTATGCATTCCAGGGCAAGCGG r l w rCT-3 ' 

5 * -l^TTTTG AATTCACGCGl^rGCCJCGCGGCGTAGGCXSC - 3 ' 

5 ' -G ATCGAATTCCCTAGGACGGCAGTCCTGCTC ACC - 3 ' 

■S ' G ATCGG ATCC ATGC AT ACG'l 'CGG A AGG' VC XI AOOCG - 3 ' 

5 ' -TTCGAAGAATTCCCTAGGGTTGCCTTCCIK^TTCG AC - 3 • 

5 ' -TTCGAAAAGCTTATGCATAG ACCGGC AG ATCC ACCG - 3 ' 

5 ' -CGGTS AAGTCSAAC ATCGG - 3 ' 

5 ' -GCRATCTCRCCCTGCGARTG- 3 ' 

5' -GAGAGAGGAACCAACGCGCACGTGATCGTCGAAGAGGCACCAGC-3 ' 

i 

5' -GAGAGAGGATCCGACCTAGGCGCGGAGGTCACCGGCGCGACGGCG-3 ' 
5 1 -GAGAGACCTAGGAAGCCGGTGT f rCGTCTTCCCCGGCCAGGGCT-3 • 
5 ' -GAGAGAGGATCCGAGGCCGGCCGTGCGCCCGGACCGAAGACCGCCTC-3 
5 ' -GAGAGAATTCCCTAGGGTCGCCTTCGTCTTTCCCGGGCAGG - 3 ' 
5 • -TTGAGATCTTATGCATACGAGGGAAGCGGCACCCTGC - 3 ' 



SEQ ID NO: 3 
SEQ ID NO: 4 
SEQ ID NO: 5 
SEQ ID NO: 6 
SEQ ID NO: 7 
SEQ ID NO: 8 
SEQ ID NO: 9 
SEQ ID NO: 10 
SEQ ID NO: J 1 
SEQ ID NO: 12 
SEQ ID NO: 13 
SEQ ID NO: 14 
SEQ ID NO: 15 
SEQ I D NO : J T» 
SEQ ID NO: 17 
SEQ ID NO: 18 
SEQ ID NO: 19 
SEQ ID NO: 20 
SEQ ID NO: 21 
SEQ ID NO: 22 
SEQ ID NO: 23 
SEQ ID NO: 24 
SEQ ID NO: 25 
SEQ ID NO: 26 



Mass spectrometry was routinely performed with a Finnigan-MAT 7000 mass 
spectrometer equipped with an atmospheric pressure chemical ionization source (APCI). 
Riectrospray mass spectrometry (RSI-MS) was performed with a Finnigan-MAT 752-7000 
mass spectrometer equipped with a Finnigan atmospheric pressure ionization (AIM) source. 
HPLC separation was carried out on a Hewlett-Packard 1050 liquid chromatograph using a 
Prodigy ODS (2) column (5|im, 50x2mm) and a gradient clution of 5mM ammonium acetate 
and methanol. The flow rate was 0.3 mL/min. 
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For large scale preparation of erythromycin derivatives, fermentation beers are 
typically adjusted to pH 9 with NH4OH and then extracted two times with an equal volume 
of CH2CI2. The pooled extract is then concentrated to a wet oil (approx. 1 g per liter of 
fermentation beer). Concentrated extracts are digested in methanol and chromatographed 
over a column of Sephadex® LH-20 (Pharmacia Biotech, Uppsala, Sweden) in the same 
solvent. Fractions are tested for bioactivity against Staphylococcus aureus, and active 
fractions are combined and concentrated. When additional column chromatography is 
desired to reduce sample weight, the concentrated sample is digested in a solvent system 
consisting of n-heptane, chloroform, ethanol ( 1 0: 10: 1 , v/v/v) and chromatographed over a ( 
column of Sephadex® LH-20 in the same system. Fractions are then analyzed by ] ll NMR, 
focusing on the characteristic erythromycin resonances around 8 = 5.0 (H-13), 5 = 4.9 (11-1"). 
and 8 = 4.4 (H- 1 ') (Everett and Tyler, J. Chem. Soc. Perkin Trans. I, pg. 2599 (19K5)) and 
pooled according to purity. Alternatively, column chromatography is replaced with an 
extraction sequence. In this case, the initial pooled CH2CI2 extract is concentrated to 
approximately 400 mL. This is extracted twice with equal volumes of 0.05 M aqueous 
potassium phosphate with the pi I chosen between pi I 4.5-6. The aqueous phase is then 
pooled, adjusted to pi 1 H-9, and extracted twice with equal volumes of ethyl acetate. Finally, 
the ethyl acetate extracts are pooled and concentrated. When additional reduction in sample 
weight is desired, the extraction sequence is repeated on a 10-50 fold smaller scale, typically 
yielding about 500 mgs of partially pure material. 

High resolution separation of erythromycin derivatives is obtained by one or more 
rounds of countercurrent chromatography (Hostettmann and Marston, Anal. Chim. Ada, 
236:63-76 (1990)). When the weight of the partially pure sample from column 
chromatography or the extraction sequence is less than 5 g, but greater than 0.5 g, it is 
digested in 7 mL of the upper phase of a solvent system (3:7:5, v/v/v) consisting of n-hexane, 
ethyl acetate, 0.02 M aqueous potassium phosphate, with a pl l chosen between 6.5-8.0, and 
chromatographed on a custom droplet .countercurrent chromatography (DCCC) instrument 
1 100 vertical columns, 0.4 cm dia. x 24 cm length; Hostettmann and Marston, Anal. Chim. 
Ada, 236:63-76 (1990)] in the same system with the upper phase as the mobile phase. Flow 
rates of approximately 120-200 mL/hr are employed. As before, fractions are analyzed by 
NMR and bioactivity, and pooled according to purity. When the weight of the partially pure 
sample is approximately 0.5 g or less, countercurrent chromatography is carried out on an Ho 
multi-layered horizontal Coil Planet Centrifuge (P.C. Inc., Potomac, MD) using either the 
system consisting of n-hexane, ethyl acetate, 0.02 M aqueous potassium phosphate, with the 
pH chosen between 6.5-8.0, (3:7:5, v/v/v) employed above, or similar systems in which the 
ratio of hexane to EtOAc and/or the pH are varied. The chromatography is developed either 
isocratically, or with a gradient starting, for example, with the upper phase of a solvent 
system consisting of n-hexane, ethyl acetate, 0.02 M aqueous potassium phosphate, with the 
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pH chosen between 6.5-8.0, (7:3:5, v/v/v) and finishing with the upper phase of a solvent 
system consisting of n-hexane, ethyl acetate, 0.02 M aqueous potassium phosphate, at the 
same pH, (1:1:1, v/v/v). In all cases, flow rates of approximately 120 mL/hr are employed. 
As before, fractions are analyzed hy NMR and bioactivily, and pooled according U> purity. 
Once sufficient purity is achieved, ! H and ,3 C NMR spectra are measured with a General 
Electric GN500 spectrometer and structural assignments are made with the aid of with the aid 
of correlational spectroscopy (COSY), heteronuclear multiple quantum correlation (I IMQO. 
heteronuclear multiple bond correlation (I1MBC), and distortionless enhancement by 
polarization transfer (DEPT) experiments. 

The foregoing can be better understood by reference to the following examples, which 
are provided as non-limiting illustrations of the practice of the instant invention. 

EXAMPLE I: Cloning of the Lii'AT2 Domain from 
fitm ptnmvcr x hvymscamcHX ATCC 29253 
A genomic library of Streptomycex hygroxcopicux ATCC 29253 DNA was 
constructed in the Afunctional cosmid pNJ 1 (Tuan, et al. , Gene 90: 21-29 (1990)) using 
standard methods of recombinant DNA technology. Briefly, cosmid vector was prepared by 
digesting approximately 5 \ig of pNJI with Eco Rl, dephosphorylating with calf intestinal 
alkaline phosphatase (C1AP) and then digesting with ligll\ to generate one. arm and also 
digesting 5 |ig of pNJI with //mdlll, dephosphorylating with CI AH and then digesting with 
liglll to generate the other. Insert DNA was prepared by partially digesting approximately 25 
|.ig of high molecular weight S. hygroxcopicux chromosomal DNA with Suu\\\A according to 
the procedure outlined in Maniatis, et al.xupra. SauUlA fragments of approximately 35 kb 
were recovered from a 0.5% low melting point agarose gel by melting the appropriate gel 
slice to 65°C, adding 3 volumes of TE buffer, gently extracting 2X with phenol and once with 
chloroform and ethanol precipitating the aqueous phase. For the ligation, approximately 3 ng 
of this chromosomal DNA was mixed with approximately 0.5 |!g of each cosmid arm and 
EtOI l precipitated. The precipitate was resuspended in 7 |iL of water to which was addetl 2 
uX of 5X ligation buffer and 1 p:L of T4 DNA ligase. The mixture was incubated overnight 
at 16'C. Gigapackll XL (Stratagene®) was used for packaging 2 \iL of the ligation mix 
according to the manufacture's instructions. The host bacterium was E. coli ER1772 from 
New England Biolabs (Beverly, MA). Twenty-six colonies were examined by restriction 
analysis and all were found to contain insert DNA. Individual colonies were picket! into 
thirty-four 96-well plates to give a 99.99% probability that the library represented all S. 
hygroxcopicux sequences. Further restriction analysis demonstrated the average insert size to 
be about 30 kb. 

The library was screened with a 1.45 kb Sxt\-Mxc\ DNA fragment encompassing the 
ketosynthase (KS) domain from module 5 of the erythromycin PKS gene eryAIII (Donadio 
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and Katz, 1992, Gene, Hi: 51-60). The DNA fragment was labeled with 3 2 P us i ng the 
Megaprime DNA labeling system (Amersham Life Science, Arlington Heights, IL). Colonies 
(3600) were transferred from 96-well plates to Hybond-N nylon membranes (Amersham Life 
Science, Arlington Heights, IL) and probed according to procedures outlined in Manialis, et 
at. supra. Hybridization was performed at 65*C and a stringency wash carried out with O.lx 
SSC at 65°C. About 60 cosmid clones were chosen which gave the strongest signals with this 
PKS probe. 

We also decided to screen Southern digests of these clones with a second probe in 
order to identify potential genetically linked peptide synthetases in this strain. The probe was 
designed from conserved motifs of nonribosomal peptide synthetases (Borchert et «/.. 1992, 
FEMS Microbiology Letters, 92: 175-180) and consisted of a mixture of two degenerative 
35-mers, SEQ ID NO:3 and SEQ ID NO:4. The mixed probe was labeled using DNA 5* End 
Labeling System (Promega Corp., Madison, WI). The 60 cosmid clones were digested with 
Snutl and run on 0.9% agarose gels. Southern analysis was performed according to Maniatis, 
et al. supra, except that hybridization was overnight at 55'C and the stringency wash was 
with ().5x SSC at 55*C. Two cosmids, 54 and 5H, were identified using this second probe. 
Thirteen additional cosmids were subsequently isolated by re-probing the cosmid library with 
a 1 kb fragment from the left of the insert of cosmid 5X. Two of these thirteen cosmids, 
designated A 1 5 and A 1 6, were then further analyzed by restriction analysis and DNA 
sequencing. Restriction and sequence analysis of a 32.X kb continuous segment of DNA 
from A 16 revealed a type 1 PKS cluster with four PKS modules. A genetic map of the cluster 
is shown in FIG. 6. Since an unusual CoA ligase-like domain was found in ORF1 (PKS 1), 
the cluster was named "Lig-PKS". 

The nucleotide sequence of the LigAT2 domain from Lig-PKS (top strand) and its 
corresponding amino acid sequence (bottom strand) are shown in FIG. 7 (SEQ ID NO: 1 and 
SEQ ID NO:31 respectively). When SEQ ID NO:3l was compared with the 14 AT domains 
in the rapamycin PKS (Growtree Program, GCG, Madison Wl), it was found to cluster with 
malonate-specifying rapamycin domains (see Growtree analysis of FIG. 3). Therefore, it was 
predicted that the LigAT2 specifies malonate as its cognate extender unit during synthesis of 
the polyketide encoded by Lig-PKS. 

EXAMPLE 2: Construction of pl nsmid pUC18/LigAT2 
Two PCR oligonucleotides (SEQ ID NO:5 and SEQ ID NO:6) were designed to 
subclone the 985 bp DNA segment encoding the LigAT2 domain from the Lig-PKS cluster 
and to introduce two unique restriction sites, Avrli and Mv/1, for cassette cloning. The unique 
restriction sites AvrU and Nsi\ required for cassette cloning of the AT-encoding DNA were 
chosen based on multiple sequence alignment using the programs PILEUP and PRE1TY 
(GCG, Madison WI) which compared the amino acid sequences of LigAT2, venAT, rapAT2, 
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rapAT5, rapAT8, rapAT9, rap ATI 1, rap AT 12, rapAT14, eryATl, eryAT2, eryAT3, eryAT4, 
eryAT5, eryAT6, and a monofunctional AT from Streptomyces xlaucescens (R.G. Summers 
el al.. Biochemistry 34:9389-9402 (1995)). The selection and positioning of the restriction 
enzyme sites were based on the following considerations: (i) extent of amino acid sequence 
conservation among the various ATs, with the sites being positioned outside, but near the 
regions of greatest conservation, (ii) absence of the sites from the heterologous AT-encoding 
DNA and the eryAT flanking DNA and (iii) impact of the amino acid sequence changes 
resulting from translation of these sites on the heterologous AT amino acid sequence. This 
necessitated nucleotide changes, shown in bold in FIG. 8, at the beginning and near the end 
of the LigAT2-encoding DNA sequence. (In FIG. 8, the underlined nucleotides are the wild- 
type sequence.) In addition, two other restriction sites, EcoRl and BamHl, were also 
introduced at the 5' ends of the N-terminal and C-terminal oligonucleotides, respectively, for 
convenient subcloning of the PCR-generated product. The approximately 1 kb LigAT2 
domain was amplified from Cosmid 58 as follows: The 100 \iL PCR reaction mixture 
contained 10 nL of lOx PCR buffer (Bethesda Research Laboratories), 2 \lL of 10 niM cINTP 
mixture, 2-4 of 50 mM MgCl* 100 pM of each oligo, 10-50 ng of template DNA and 
water to 100 |iL. Cycling conditions were as follows: One cycle at 96°C/6 min, 80°C/I min 
(add 5 U Taq DNA Polymerase during this 1 min) and 72*C/2 min; 30 cycles at 95°C/1 min, 
65'C/l min and 72°C/2 min with a 5 min extension at 72'C for the last cycle. The entire 
reaction was then run on a 1% agarose gel and the desired fragment was isolated with Prep- 
A-Gene (BioRad, Hercules, CA). The PCR product was digested with EcoRl and BamHl and 
subcloned into the EcoRI and BamHl sites of pUC18. The ligation mixture was transformed 
into E. coli DH5a (GIBCO BRL) according to the manufacturer's instructions and 
transformants were selected on LB plates containing 1 50 |ig/mL ampicillin and 50 M-L of a 
2% solution of X-gal for blue/white selection. Clones were confirmed by restriction analysis 
and the fidelity of the insert was confirmed by DNA sequencing. The final plasmid construct 
was named pUC18/LigAT2. 

EXAMPLE 3: Constructi on of plasmid p Fr v AT I /Li g AT2 
p EryAT l/LigAT2 was constructed using standard methods of recombinant DNA 
technology according to the schematic outlines of FIGS. 9 and 10. To construct a gene- 
replacement vector specific for the eryATl domain, the two DNA regions immediately 
adjacent to eryATl -encoding DNA were cloned and positioned adjacent to the LigAT2- 
encoding DNA as described in Example 2. The 5' and 3' boundaries of eryATl were 
designated as 3825 and 4866, anil correspond to the deposited cryAI sequence (Genltank 
accession number M63676). To subclone the DNA fragment upstream of the eryATl domain 
encoding region from the Sac. erythvaea chromosome, two PCR oligonucleotides (SEQ ID 
NO:7 and SEQ ID NO:8^ were designed so that an EcoRl site was added at the 5' end of the 
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region and Avr\\-BamH\ restriction sites were introduced at the 3* end. The 5'-flanking 
region (about 1 kb) was PCR generated as described in EXAMPLE 2 using plasmid 
P AIEN22 DNA as template. (This plasmid is a pUC19 derivative containing 22 kb of Sac. 
erythraea DNA from an EcoRl site upstream of eryAI to an Nhel site in eryAll cloned into 
EcoRl and Xbal cut pUC19). The PCR product was subcloned into EcoRl and BamHl sites 
of pUC19 and the ligated DNA transformed into E. coli DH5a (G1BCO BRL) according to 
the manufacturer's instructions. Clones were selected on LB plates containing 150 ng/mL 
ampicillin and 50 nL of a 2% solution of X-gal for blue/white selection. Clones were 
confirmed by restriction analysis and the fidelity of the insert was confirmed by DNA 
sequencing. The resulting construct was named pUCI9/ATl/5'-flank. 

For subcloning the 3'-flanking region of the eryATl from Sac. erythraea 
chromosome, two PCR oligonucleotides (SEQ ID NO:9 ami SEQ ID NO: 10) were designed 
so that BimHl-Nsil restriction sites were introduced into the 5' end of the region and a 
////Kill I restriction site was added to the 3' end. The 3'-flanking region (about 1 kb) was also 
generated by PCR using pAIEN22 as template as described above. The PCR fragment was 
subcloned into the BaniHX and ////idlll sites of pUCI'J and ihe ligated DNA transformed into 
E. coli DH5a as above. Clones were selected on LB plates containing 150 ^g/mL ampicillin 
and 50 uL of a 2% solution of X-gal for blue/white selection. Clones were confirmed by 
restriction analysis and the fidelity of the insert was confirmed by DNA sequencing. This 
intermediate construct was named pUC19/AT 1/3*- Hank. The two flanking regions were 
joined by first isolating the 1 kb /tomHI /Ymdlll fragment (3'-flank) from pUC19/ATl/3'- 
flank and then ligating this fragment to pUCiy/ATl/5* flank cut with BamHl and ////idlll. 
Ligated DNA was transformed into E. coli DH5a and clones isolated as described. The 
resulting plasmid was named P UCl9/ATl-flank. The 2.1 kb EcoRl and HuuWll fragment 
from pUC19/ATl-flank was then isolated and ligated to pCS5 cut with the same enzymes to 
generate P CS5/AT1 -flank. The final step in the construction of P EryATl/LigAT2 was to 
ligaie the I kb LigAT2 fragment having Avrll and Nsi\ ends to pCS5/ATl -flank cut with the 
same enzymes to give the gene replacement/integration plasmid pEryATl/LigAT2. All 
ligation mixtures were transformed into the intermediate host E. coli DH5a and clones 
selected as previously described. 

EXAMPLE 4 ; ^"^",1"'" »f frff, <» \>thmt>n ER720 ErvATl/LittAT2 
An example of a 12-desmethyl-12-deoxyerythromycin A producing microorganism 
was prepared by replacing the DNA fragment encoding the methylmalonyl acyltransferase 
domain in module 1 of the erythromycin PKS (EryATl) of Sac. erythraea ER720 with a 
newly discovered DNA fragment encoding a malonyl acyltransferase domain (LigAT2) from 
S. hygroscopicus ATCC 29253. This was accomplished with the recombinant plasmid, 
pEryATl/LigAT2, prepared as described in Example 3. Transformation of Sac. erythraea 
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ER720 and resolution of the integration event were carried out according to the following 
method. Sac. erythraea ER720 cells were grown in 50 raL of SGGP medium (per 1 liter 
aqueous solution: 4 g peptone, 4 g yeast extract, 4 g casamino acids, 2 g glycine, 0.5 g 
MgS0 4 . 7 H 2 0, 10 g glucose, 20 mL of 500 mM KH 2 P0 4 ) for 3 days at 32 «C and then 
washed in 10 mL of 10.3% sucrose. The cells were resuspended in 10 mL of I'M buffer 
containing 1 mg/mL lysozyme and incubated at 30 °C for 15-30 minutes until most of the 
mycelial segments were converted into spherical protoplasts. (.I'M buffer per 1 liter aqueous 
solution: 200 g sucrose, 0.25 g K 2 S0 4 in 890 mL H 2 0, with the addition after sterilization of 
100 mL 0.25 M TES, pi I 7.2, 2 mL trace elements solution (1 lopwood, et al. , 1 9X5, Genetic 
Manipulation of Streptomyces A Laboratory Manual, The John Innes Foundation). 0.OK mL 
2.5 M CaCl 2 , 10 mL 0.5% KH2PO4, 2 mL 2.5 M MgCI 2 .) The protoplasts were washed 
once with P M and then resuspended in 3 mL of the same buffer containing 10% DMSO for 
storage in 200 |iL aliquots at -80 °C. 

Transformation was accomplished by quickly thawing an aliquot of protoplasts, 
centrifuging for 15 seconds in a microfuge, decanting the supernatant, and ^suspending the 
protoplasts in the P M remaining in the tube. Ten uL of DN A solution was added (3 uL of 
P EryATl/LigAT2 DNA from Example 3 at about 1 ng/uL in 7 p.L of PM buffer) and mixed 
with the protoplasts by gently tapping the tube. Two tenths of a mL of 25% PEG 8000 in T 
buffer (Hopwood, etal., 1985, Genetic Manipulation of Streptomyces A Laboratory Manual, 
The John Innes Institute) was, then added, mixed by pipetting the solution 3 times and the 
suspension immediately spread on a dried R3M plate. The plate was incubated at 30 "C for 
20 hours and overlaid with 2 mL of water containing 100 Hg/mL thiostrepton, dried briefly 

and incubated 4 more days at 30 °C. 

To select stable transformants (integrants) colonies arising on the transformation 
plates were re-streaked onto R3M plates containing thiostrepton (20 \ig/mL). Two colonies 
were confirmed to be thiostrepton resistant and one of these was inoculated into SGGP 
containing thiostrepton (10 ng/mL) to isolate chromosomal DNA for Southern analysis. 
I megration of the plasmid DNA into the ER720 chromosome was further confirmed by 
Southern hybridization (data not shown). Hybridization was at 65'C and the stringency wash 
was with O.lx SSC at 65°C. 

The confirmed integrant was grown in SGGP without antibiotic for four days and then 
plated onto non-selective R3M plates for sporulation. Spores were plated on R3M plates to 
obtain individual colonies, which were then screened for sensitivity to thiostrepton, indicating 
loss of the plasmid sequence from the chromosome. Five thiostrepton sensitive colonies were 
. selected and 3 of these were confirmed by Southern hybridization to have the EryAT I 

replaced by LigAT2 (FIG. 11). Hybridization was at 65'C and the stringency wash was with 
0. 1 x SSC at 65°C. The strain was named Sac. erythraea ER120 EryAT l/LigAT2. 
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FX AMPLE 5: Analysis of compound s produced bv Sac, ervthrgeg ER72Q EryATl/LiKAT2 . 

Compounds produced by the recombinant Sac. erythraea strain, ER720 
EryATl/LigAT2, whose construction is described in Example 4, were characterized by TLC, 
bioautography, mass spectrometry and NMR analysis. 

For TLC analysis cells were grown in either SGGP or SCM medium (20 g Soy tone, 
15 g Soluble Starch, 10.5 g MOPS, 1.5 g Yeast Extract and 0.1 g CaCl2 per liter of distilled 
H2O) for 4-5 days at 30*C. 1 .5 mL of culture was centrifuged for 1 minute in a microfuge to 
remove cells. One mL of the resulting supernatant was removed to another microfuge tube 
and the pH adjusted to 9.0 by the addition of 6 nL of NII4OH. Then 0.5 mL of ethyl acetate 
was added, the tube was vortexed for 10 sec and then centrifuged for approximately 5 min to 
achieve phase separation. The organic phase was removed to another tube, and the aqueous 
phase was re-extracted with 0.5 mL of ethyl acetate. The second organic phase was 
combined with the first and dried in a Speed Vac. The residue was taken up in 10 uL of ethyl 
acetate and 5 |lL was spotted onto a Merck 601-254 silica gel TLC plate. The plale was run 
in isopropyl elher:methanol:Nll40l I (75:35:2). Erythromycin derivatives were visualized by 
spraying the plates with anisaldehyde:sulfuric acid:cthanol (1:1 :9). Using this reagent, a 
novel compound predicted to be l2-desmethy|-12-deoxyerythromycin A, appeared as a blue 
spot running slightly faster than erythromycin A (FIG. 12). 

To detect biological activity, a Tl XMiioautogiaphy assay was performed. In this 
assay, one microliter of the extracted sample from above was spotted onto a TLC plate which 
was run as described above. The plate was then air-dried and placed in a sterile bio-assay 
dish (245x245x25 mm). The plate was then covered with 100 mL of antibiotic medium 1 1 
(DIFCO-BACTO) containing Staphylococcus aureus as an indicator strain and incubated 
overnight at 37 °C. As with the positive controls, a clear zone of inhibition developed around 
the sample spot indicating that the novel compound had bioactivity. 

To determine whether the novel spot seen on TLC had the molecular mass 
corresponding to the predicted 12-desmethyl-12-deoxyerythromycin A, an ethyl acetate 
extract was further analyzed by mass spectrometry. The mass spectrometry samples were 
isolated by TLC basically as described above except that plates were not sprayed with the 
anisaldehyde reagent. The region of the novel spot was instead scraped from the TLC plate 
and the silica resin re-extracted with ethyl acetate-methanol (1:1) and then twice with ethyl 
acetate. The combined solvent phases were then dried in a Speed Vac, Mass spectrometry 
analysis revealed the novel compound to have a mass of 704, which corresponds to the 
molecular ion plus a proton (M+H+) of 12-desmethyl-12-deoxyerythromyein A. 

To acquire milligram quantities of highly purified material for performance of NMR 
analysis, the culture was grown in a 42-liter LH Fermentation Series 2000 fermentor. SCM 
medium was used for growth of inoculum and for the fermentation. Seed for the 
fermentation was grown in two steps. In the first step, frozen vegetative inoculum was used 
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to seed 100 mL of SCM medium in a 500 mL Erlenmeyer flask. For the second step, 2-liter 
Brlenmeyer flasks containing 600 mL of SCM medium were seeded at 5% from the first 
passage growth. Each step was incubated for 3 days at 32 »C on a rotary shaker operated at 
225 rpm. 

Thirty liters of SCM medium were prepared in the 42-liter fermentor and sterilized at 
12PC and 15 psi for 1 hour. Antifoam (XFO-37 1 , lvanhoe Chemical Co., Mundelein, 1L) 
was added initially at 0.01% and then was available on demand. The fermentor was 
inoculated with 1 .5 liters of the second passage seed growth. The temperature was controlled 
at 32°C. The agitation rate was 260 rpm and the air flow was 1.3 vol/vol/min. The head 
pressure was maintained at 6 psi. During fermentation pH was controlled at 7.3 with 5 M 
propionic acid. The fermentation was terminated at 1 1 1 hours, and the fermentation beer was 
adjusted to pH 8. This was followed by two extractions with equal volumes of CH 2 CI 2 . I he 
pooled CI I 2 C12 extract was then concentrated to approximately 400 mL and extracted twice 
with equal volumes of 0.05 M aqueous potassium phosphate pH 5.5. The aqueous phase was 
pooled and adjusted to pH X, and then extracted twice with equal volumes of ethyl acetate. 
The ethyl acetate extracts were pooled and concentrated to yield 5 ml oil. The extraction 
sequence described above was then repeated to yield 600 mg of oil after concentration. Next, 
the sample was split and each half was digested in 2.5 ml each of the upper and lower phases 
of a solvent system consisting of n-hexane. ethyl acetate, 0.02 M aqueous potassium 
phosphate, p I I 8, (1:1:1, v/v/v). These were then chromatographed on the Coil l'lanet 
Centrifuge using the upper phase as the mobile phase. Fractions were analyzed by bioassay 
against Staphylococcus aureus and Hi NMR. Two macrolide containing peaks of bioact.vity 
were observed in both samples, and the later eluting peaks from each sample, which 
contained most of the bioactivity, were pooled and concentrated. The concentrated material 
was then digested in 2.5 mL each of the upper and lower phases of a solvent system 
consisting of n-hexane, ethyl acetate, 0.02 M aqueous potassium phosphate, pH 6.5. (6:4:5. 
v/v/v) and was chromatographed on the Coil Planet Centrifuge using the upper phase as the 
mobile phase. Fractions were analyzed by bioassay and ■ H NMR. Two macrolide containing 
peaks of bioactivity were observed and the later eluting species was readily characterized by 
its I Hand 13 C NMR spectra as 12-desmethyl- 12-deoxyerythromycin A. Parameters from 
the 1 I I NMR spectra are listed in Table 2. The assignments were made with the aid of ^ 
correlational spectroscopy (COSY), heteronuclear multiple quantum correlation (HMQC), 
heteronuclear multiple bond correlation (HMBC), and distortionless enhancement by 
polarization transfer (DEPT) experiments. Mass spectral data of this sample was also 
consistent with the structural assignment. Electrospray ionization (ESI) of this sample 
revealed an M+H+ ion at MIZ 704, which is in full accord with erythromycin A lacking both 
a methyl group and a hydroxyl group. 
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Table 2 

lH NMR chemical shift (9) assignments for l2-desmethyl-12-deoxyerythromycin A 

inCDCl3 



2- H 2.74 

3- H 4.15 

4- H 2.01 



l'-H 4.47 
2'-H 3.25 
3'-H 2.49 



5-11 3.58 4'-H a 1-67 

311 i.9i 4'-H b 123 



7-H a 

7- Hb 1-66 

8- H 



10- H 

11- H 4.05 



5'-H 3.54 

2.86 6 '- H 3 lH 

2 70 N(CH 3 ) 2 2.30 



1"-H 4.85 

12-H a 1.71 2"-H a 2.40 



12- Hb 

13- H 5.06 



1.46 2"-H b 1-59 



4"-H 3.03 



14-H2 1.59 5--H 4.04 



15-H3 0.89 



6"-H3 1-30 



2-CH 3 1.19 3"-CH 3 1.25 

4-CH3 1.13 OCH 3 3.33 

6-CH3 L38 

8-CH3 1.19 

10-CH3 11 1 

F.X AMPLE 6: Construction of pla smid pErvA17/LinAT2 
pEryAT2/LigAT2 was constructed using standard methods of recombinant DNA 
technology. To make a gene-replacement vector specific for the eryAT2 domain, two DNA 
regions flanking eryAT2 were cloned and positioned adjacent to the DNA encoding the 
domain to be inserted in order to effect homologous recombination. Boundaries of the AT2 
domain were chosen as described in Example 2. The 5' and 3' boundaries of eryAT2 are 
designated as 8255 and 9282, respectively, and correspond to deposited eryAI sequence 
(GenBank accession number M63676). To subclone the DNA fragment upstream of the 
eryAT2 DNA, two PCR oligonucleotides (SEQ ID NO: 1 1 and SEQ ID NO: 12) were 
designed so that a HinAXW site was added at the 5' end of the region and Avr\\-Pst\ restriction 
sites were introduced at the 3' end. For subcloning the 3'-flanking region of eryAT2, two 
PCR oligonucleotides (SEQ ID NO: 13 and SEQ ID NO: 14) were designed so that Pst\-Nsi\ 
restriction sites were introduced at the 5' end of the region and an EcoRl site at the 3' end. 
Both the 5'-flanking and 3'-flanking regions (about 1 kb each) were PCR generated as 
described in Example 3. In the case of the 5'-flanking region, the PCR product was 
subsequently subcloned into /Ymdlll and Psti sites of pUC18 whereas the PCR product of the 
3'-flanking region was subcloned into the Pstl and EcoRl sites of pUC18. Ligations, 
transformations and confirmations of selected clones were performed as in Example 3. The 
resulting construct containing the AT2 5'-flanking region was designated pUCI 8/AT2/5*- 
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flank and the construction containing the AT2 3-flanking region was designated 
pUCl 8/AT2/3'-flank. The two flanking regions were then joined by first isolating the 1 kb 
Pstl and EcoRl fragment (3*-flank) from pUC18/AT2/3-flank, and ligating this fragment to 
pUC18/AT2/5'-flank cut with Pstl and EcoRl. The ligation was transformed into E. coti 
DH5a and clones isolated as described. The resulting plasmid was named pUC18/AT2- 
flank (FIG. 13). The 2.2 kb EcoRl and HindlU fragment from pUC18/AT2-flank was then 
isolated and ligated to pCS5 cut with the same enzymes to generate pCS5/AT2-flank. The 
final step in the construction of pEryAT2/LigAT2 was to ligate the LigAT2 encoding DNA 
fragment from pUC18/LigAT2 having AvrW and Nsi\ ends (described in Example 2) to 
pCS5/AT2-flank cut with the same enzymes to give the gene replacement, integration 
plasmid pEryAT2/LigAT2 (FIG. 14). All ligations were transformed into the intermediate 
host E. coli DH5ot and clones selected as previously described. 

EXAMPLE 7: Construction of Sac, ervthraea ER720 Erv AT2/Li g AT2 
An example of a 10-desmethylerythromycin A and 10-desmethyl-12- 
deoxyerythromycin A producing microorganism was prepared by replacing the 
methylmalonyl acyltransferase domain of module 2 of the erythromycin PKS (EryAT2) of 
Sac. erythraea ER720 with a newly discovered malonyl acyltransferase domain (LigAT2) 
from S. hygroscopicus ATCC 29253. This was accomplished with the recombinant plasmid, 
pEryAT2/LigAT2, prepared as described in Example 6. Transformation of ER720 and 
resolution of the integration event were carried out according to the procedures described in 
Example 4 using 10 nL of a DNA solution consisting of 3 ^lL of pEryAT2/LigAT2 DNA 
from Example 6 at about 1 |ig/|iL in 7 [iL of Pm buffer. Three colonies were confirmed to be 
thiostrepton resistant and were inoculated into SGGP containing thiostrepton (10 [ig/mL) to 
isolate chromosomal DNA for Southern analysis. Integration of the plasmid DNA into 
ER720 chromosome was further confirmed by Southern hybridization (data not shown). 
Hybridization was at 65°C and the stringency wash was with O.lx SSC at 65°C. 

The confirmed integrant was grown in SGGP without antibiotic for four days and then 
plated onto non-selective R3M plates for sporulation. Spores were plated on R3M plates to 
obtain individual colonies, which were then screened for sensitivity to thiostrepton, indicating 
loss of the plasmid sequence from the chromosome. Two thiostrepton sensitive colonies 
were selected and one of these was confirmed by Southern hybridization to have the EryAT2 
replaced by LigAT2 (FIG. 15). Hybridization was at 65°C and the stringency wash was with 
0. lx SSC at 65°C. The strain was named Sac. erythraea ER720 EryAT2/LigAT2. 



EXAMPLE 8: Analysis of compo unds produced hy 
Sac, ervthraea ER720 ErvAT2/Li P AT9 
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Compounds produced by the recombinant Sac. erythraea strain, ER720 
EryAT2/LigAT2, whose construction is described in Example 7, were characterized by TLC, 
bioautography and mass spectrometry. 

For small scale analysis, the cells were grown in either SGGP or SCM medium for 4- 
5 days at 30°C. 15 mL of culture was centrifuged for 10 minute in a Sorval GLC-4 General 
Laboratory Centrifuge at setting 10 to remove cells. Ten mL of the resulting supernatant was 
pi 1 adjusted to 9.0 by the addition of 60 jiL of Nl I4OH. Then 5 mL of ethyl acetate was 
added, the tube was shaken vigorously for 3 minutes and then centrifuged for approximately 
5 min to achieve phase separation. The organic phase was removed to another tube, and the 
aqueous phase was re-extracted with 5 mL of ethyl acetate. The second organic phase was 
combined with the first and dried in a Speed Vac. The residue was taken up in 20 jiL of ethyl 
acetate and 10 ^L was spotted onto a Merck 60F-254 silica gel TLC plate. The plate was run 
in isopropyl ether:methanol:NH40M (75:35:2). Erythromycin derivatives were visualized by 
spraying the plates with anisaldehyde:sulfuric acid:ethanol (1:1 Using this reagent, two 
novel compounds predicted to be 10-desmethylerythromycin A and 10-desmethyl- 12- 
deoxyerythromycin A, appeared as blue spots with the lower spot running slightly slower 
than erythromycin A and upper spot running slightly faster than erythromycin A (FIG. 16). 

To detect biological activity, a TLC-bioautography assay was performed. In this 
assay, 0.2 to 1 microliter of the extracted sample from above was spotted onto a TLC plate 
which was run as described. The plate was then air-dried and placed in a sterile bio-assay 
dish (245x245x25 mm). The plate was then covered with 100 mL of antibiotic medium 1 1 
(DIFCO-BACTO) containing Staphylococcus aureus as an indicator strain. The inhibition 
zones were developed by overnight incubation of the plate at 37 »C. As shown in FIG. 17 
( TLC-bioautography), the two novel spots (compounds) each have bioactivity against 

Staphylococcus aureus . 

To determine whether the novel spots seen on TLC had the molecular masses 
corresponding to the predicted 1 0-desmethy (erythromycin A and 10-desmethyl- 12- 
deoxyerythromycin A, an ethyl acetate extract was further analyzed by mass spectrometry. 
The mass spectrometry samples were isolated by TLC similarly to the method described 
above except that plates were not sprayed with the anisaldehyde reagent. Instead, two 
regions which contain the novel spots were scraped from the TLC plate and the silica resin 
re-extracted with ethyl acetate-methanol (1:1) and then twice with ethyl acetate. The 
combined solvent phases were then dried in a Speed Vac. In addition to the samples 
described above, a crude ethyl acetate extract was also analyzed by LC-MS, in which the 
sample components were first separated by liquid chromatography and then analyzed by ma: 
spectrometry. Mass spectrometric analysis revealed the two novel compounds to have 
masses of 720 and 704, which correspond to the molecular ion plus a proton (M+H+) of 10- 
desmethylerythromycin A and 10-desmethyl- 12-deoxyerythicimycin A, respectively. 
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EXAMPLE 9: Cloning of the venAT Domain from Streptomvces venezuelae 
A genomic library of Streptomyces venezuelae ATCC 15439 DNA was constructed 
in the bi functional cosmid pNJ 1 (Tuan, et al , Gene 90: 2 1 -29 ( 1 990)) using standard 
5 methods of recombinant DNA technology. A cosmid from this library, pVenl7, was 

characterized by Southern analysis and S.v/I fragments of approximately 3.5, 3.8, and 4.0 kb 
were found to hybridize to a 1.37 kb Stnal fragment that encompasses the ketosynthase (KS) 
domain from module 2 of the erythromycin PKS gene eryAI (Donadio etat. 9 Science 252: 
675-679 (1991)). The 4.0 kb Sstl fragment was then subcloned into pUC19 to give pVen4.(). 
10 The nucleotide sequence of pVen4.() insert DNA was determined from single strand DNA 
templates prepared from M13mpI8 and M13mpl9 (Yanisch-Perron, etaL.Gene , 33:103 
B (1^85)) subclones using Sequenase version 2.0 with 7-deaza-dGTP (United States 

J] Biochemical, Cleveland, OH) and 5'-|a- 32 PJ or 5'-| a- 33 P|-dCTP (NEN Research Products, 

yd Boston, MA). Because pVen4.0 did not contain (he entire AT domain, the nucleotide 

zl 1 5 sequence was extended using pVen 17 DNA as the template. The nucleotide sequence of the 
yi venAT domain (SEQ ID NO:2) and its corresponding amino acid sequence (SEQ ID N():32) 

y " is shown in FIG. 18 (top and bottom strands respectively). 

s 

[Jf Example 10: Construction of nlasmiri pErvATl/venAT 

L s 20 pEryATl/venAT was constructed using standard methods of recombinant DNA 

C3 technology according to the schematic outlines of FIGS. 23 and 24. Two PCR 

£3 

oligonucleotides (SEQ ID NO:15 and SEQ ID NO:lfi) were designed to subclone the 1.03 kb 
DNA fragment that encodes the venAT domain (FIG. 19) from the S. venezuelae PKS cluster 
and to introduce two unique restriction sites, AvrU and Nxil, for cassette cloning (described in 

25 Example 2). This necessitated nucleotide changes (shown in bold in FIG. 19) at the 

beginning and near the end of the venAT sequence (underlined nucleotides are the wild-type 
sequence). In addition, two other restriction sites, EcoRl and Bam\\\, were also introduced at 
the 5' ends of the N-terminal and C-terminal oligonucleotides, respectively, for convenient 
subcloning of the PCR-generated product. The approximately I kb venAT-encoding DNA 

30 was PCR amplified from cosmid pVen 17 template DNA (Example 2) using VentR© DNA 
Polymerase (New England Biolabs). A typical PCR reaction contained 10 ^tLThermoPol 
Buffer, 10 |iL formamide, 10 of 20% glycerol, 55 |uL water, 100 pmole of each primer. 
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p •• nl .c„ (G1BCO BRL) according lo the 
5 sequencing. The final consult was named pUC WvenA ^ ^ , yeaAT 

10 previously described. 
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For TLC analysis cells were grown in either SGGP or SCM medium (20 g Soytonc. 
15gSoluble Starch, 10.5 g MOPS, L5 g Yeast Extract and 0.1 g CaCl 2 per liter of distilled 
H2O) for 4-5 days at 30'C. The culture (1.5 mL) was centrifuged for 1 minute in a microfuge 
to remove cells. One mL of the resulting supernatant was removed to another microfuge tube 
and the pH adjusted to 9.0 by the addition of 6 |iL of NH4OH. Then 0.5 mL of ethyl acetate 
was added, the tube was vortexed for 10 sec and then centrifuged for approximately 5 min to 
achieve phase separation. The organic phase was removed to another tube, and the aqueous 
phase was re-extracted with 0.5 mL of ethyl acetate. The second organic phase was 
combined with the first and dried in a Speed Vac. The residue was taken up in 10 |iL of ethyl 
acetate and the entire sample was spotted onto a Merck 60F-254 silica gel TLC plate. The 
plate was run in isopropyl ether:methanol:NH40H (75:35:2). Erythromycin derivatives were 
visualized by spraying the plates with anisaldehyde.sulfuric acidxthanol (1:1:9). Using this 
reagent, a novel compound predicted to be 12-desmethyl-12-deoxyerythromycin A. appeared 
as a blue spot running slightly faster than erythromycin A (FIG. 22). 

To detect biological activity, a TLC-bioautography assay was performed. In this 
assay, one ^L of an extract prepared as above was spotted onto a TLC plate which was run as 
described above. The plate was then air-dried, placed face down on top of 100 mL of 
antibiotic medium 1 1 (D1FCO-BACTO) containing Staphylococcus aureus as an indicator 
strain in a sterile bio-assay dish (245x245x25 mm) and incubated overnight at 37°C. As with 
the positive controls, a clear zone of inhibition developed around the sample spot indicating 
that the novel compound was bioactive. 

To determine whether the novel spot seen on TLC had the molecular mass 
corresponding to the predicted 1 2-desmethyl- 1 2-deoxyerythromycin A, an ethyl acetate 
extract was further analyzed by mass spectrometry. The mass spec samples were isolated by 
TLC basically as described above except that plates were not sprayed with anisaldehyde. The 
region of the novel spot was instead scraped from the TLC plate and the silica resin re- 
extracted with ethyl acetate-methanol (2:1) and then twice with ethyl acetate. The combined 
solvent phases were then dried in a Speed Vac. Mass spectrometric analysis revealed the 
novel compound to have a mass of 704, which corresponds to the molecular ion plus a proton 
(M+l 1+) of 12-desmethyl-l 2-deoxyerythromycin A. 

RX AMPLE 13: Construction of plasmid pi JCl"/ranAT14 
Two PCR oligonucleotides (SEQ ID NO: 17 and SEQ ID NO: 18) were designed to 
subclone the 1023 bp rapAT14-encoding DNA fragment from the rapamycin biosynthetic 
gene cluster (GenBank Accession #; XH6780) and to introduce two unique restriction sites, 
Avr\l and Nsi\, for cassette cloning (described in Example 2). This necessitated nucleotide 
changes (shown in bold in FIG. 23) at the beginning and near the end of the rap ATT 4 
sequence. (In FIG. 23, the underlined nucleotides are the wild-type sequence.) In addition, 
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two other restriction sites, EcoR\ and ///mil!!, were also introduced at the 5" ends of the N- 
terminal and C-terminal oligonucleotides, respectively, for convenient subcloning of the 
PCR-generated product. The approximately 1 kb rapATU-encoding DNA was amplified by 
PCR using chromosomal DNA from Streptomyces hygroscopicus ATCC 29253 as template. 
The PCR conditions were as follows: The 100 |iL reaction mixture contains 10 pX of 10x 
Thermopol Buffer (New England Biolabs), 2% glycerol, 10% fonnamide, 100 pmoles of each 
oligo, 100-200 ng of template DNA and water to 84 |.tL. The sample was then heated to 99" 
C for two minutes followed by cooling to HO'C for two minutes at which time 16 [iL of a 
dNTP solution (1 .25 mM d ATP and dTTP, 1 .5 mM dCTP and dGTP) and 1 p.L of Vent K ® 
DNA Polymerase (New England Biolabs) was added. Cycling was as follows: 30 cycles at 
96.5° C/35 sec, 65° C/l min and 72* C/1.5 min followed by one cycle at 72° C for 3 min. The 
entire reaction was then run on a 1.2% low-melting agarose gel and the desired fragment was 
isolated by melting the appropriate gel slice at 65' C, adding 3 volumes of TE buffer, 
extracting 2X with phenol and once with chloroform, and ethanol precipitating the aqueous 
phase. The isolated DNA was ligated directly into /////ell digested pUC19. The ligation 
mixture was transformed into £. coli Dl 15a (GIBCO BRL) according to the manufacturer's 
instructions and transformants were selected on LB plates containing 150 p:g/mL ampicillin 
and 50 JJ.L of a 2% solution of X-gal for blue/white selection. Clones were confirmed by 
restriction analysis and the fidelity of the insert was confirmed by DNA sequencing. The 
final plasmid construct was named pUC19/rapAT!4. 

F X AMPLE 14: Construction nf pliismid nF.rv ATI /rap AT 1 4 
pEryATl/rapAT14 was constructed using standard methods of recombinant DNA 
technology according to the schematic outlines of PICS. 24. To make a gene-replacement - 
vector specific for the eryATl domain, the two DNA regions immediately adjacent to 
cry ATI were cloned and positioned adjacent to the DNA encoding the rapATU domain in 
order to allow homologous recombination to occur. The strategy and protocol for 
constructing the intermediate plasmid containing the flanking regions, pCS5/ATI-flank, are 
described in Example 3 and FIG. 9. To insert the rapAT14 fragment between the flanking 
regions, P UC19/rapAT14 (from Example 13) was digested with Nsil and Avrll and the 
resulting I kb fragment was isolated from a 0.8% agarose gel with Prep-A-Gene. pCS5/ATI - 
flank was also digested with these enzymes and the linearized plasmid was isolated from 
0.8% agarose gel. The two fragments were ligated, transformed into the intermediate host E. 
coli DH5a and ampicillin resistant clones were selected as previously described. Insertion of 
the rap ATI 4 fragment between the ery flanking regions was confirmed by restriction analysis 
and the resulting plasmid was called pEryATl /rap AT 14. 

EXAMPLE Ifr r»,K l r !) , i -|i n pnf,9 W :<TW/»v^/ ER7?0 Fry ATI /rap AT 14 
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An example of a 12-desmethyl-12-deoxyerythromycin A producing microorganism 
was prepared by replacing the methylmalonyl acyltransferase domain of module 1 of the 
erythromycin PKS (EryATl) of Sac. erythraea ER720 with the acyltransferase domain from 
module 14 of the rapamyein PKS from S. hygroscopicus ATCC 29253. This was 
accomplished with the recombinant plasmid, pEryATl/rapAT14, prepared as described in 
Example 14. Transformation of Sac, erythraea ER720 and resolution of the integration event 
were carried out according to the following method. Sac. erythraea ER720 cells were grown 
in 50 mL of SGGP medium (per 1 liter aqueous solution: 4 g peptone, 4 g yeast extract, 4 g 
casamino acids, 2 g glycine, 0.5 g MgS04*7 H20, 10 g glucose 20 mL of 500mM KH2PO4) 
for 3 days at 32 °C and then washed in 10 mL of 10.3% sucrose. The cells were resuspended 
in 10 mL of Pm buffer containing 1 mg/mL lysozyme and incubated at 30 °C for 15-30 
minutes until most of the mycelial fragments were converted into spherical protoplasts. (Pm 
buffer per 1 liter aqueous solution: 200 g sucrose, 0.25 g K2SO4 in 890 mL H2O, with the 
addition after sterilization of 100 mL 0.25 M TES, pH7.2, 2 mL trace elements solution 
(I lopwood, et al, 1985, Genetic Manipulation of Streptomyees A Laboratory Manual, The 
John Innes Foundation), 0.08 mL 2.5 M CaCl2, 10 mL 0.5% KH2PO4, 2 mL 2.5M MgCl2.) 
The protoplasts were washed once with Pm and then resuspended in 3 mL of the same buffer. 

Transformation was accomplished by centrifuging 200 |aL of protoplasts for 15 
seconds in a microfuge, decanting the supernatant, and resuspending the protoplasts in the 
PM remaining in the tube. Ten |iL of DNA solution was added (3 |oL of pEryATI/rapAT14 
DNA from Example 14 at about 1 |Xg/|xL in 7 \xL of Pm buffer) and mixed with the 
protoplasts by gently tapping the tube. Two tenths of a milliliter of 25% PEG 8000 in T 
buffer (Hopwood, et al, 1985^ Genetic Manipulation of Streptomyees A Laboratory Manual, 
The John Innes Institute) was then added, mixed by pipetting the solution 3 times and the 
suspension immediately spread on a dried R3M plate. The plate was incubated at 30°C for 
20 hours and overlaid with 2 mL of water containing 100 |.ig/mL thiostrepton, dried briefly 
and incubated 4 more days at 3()°C. 

To select stable transformants (integrants) colonies arising on the transformation 
plates were re-streaked onto R3M plates containing thiostrepton (20 fig/mL). Four colonies 
were confirmed to be thiostrepton resistant and were inoculated into 30 mL of SGGP 
containing thiostrepton ( 10 |ig/mL). After growth for 3 days, one mL of each culture was 
extracted with ethyl acetate as described in Example 5, and run on a TLC plate to confirm 
that the strains were no longer making erythromycin A due to insertional inactivation by the 
integrating plasmid. 

Integrants #1 and #4 were grown in SGGP without antibiotic for four days and then 
plated onto non-selective R3M plates for sporulation. Spores were plated on R3M plates to 
obtain individual colonies, which were then screened for sensitivity to thiostrepton, indicating 
loss of the plasmid sequence from the chromosome. Six thiostrepton sensitive colonies were 
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isolated from integrant #4 and one of these (4-A-l) was confirmed by Southern hybridization 
to have the EryATl replaced by the rapAT14 (FIG. 25). Hybridization was at 65*C and the 
stringency wash was with O.lx SSC at 65°C. The strain was named Sac. erythraea ER720 
EryATI/rapAT14. 

FX AMPLE 16: Analysis r»f compounds produced bv 
.W ervthrmui FR720 KrvATl/iaoAT14 
Compounds produced by the recombinant Sac. erythraea strain, ER720 
Er y AT 1 /rap AT 1 4, whose construction is described in Example 15, were characterized by 
TLC and mass spectrometry. For TLC analysis strain 4- A- 1 was grown in SCM medium (20 
g Soytone, 15 g Soluble Starch, 10.5 g. MOPS, 1.5 g Yeast Extract and 0.1 g CaCl2 per liter 
of distilled H2O) for 4 days at 30° C. The culture (1.5 mL) was centrifuged for 1 minute in a 
microfuge to remove cells. One mL of the resulting supernatant was removed to another 
microfuge tube and the pH adjusted to 9 by the addition of 6 |.iL of NH4OI-I. Then 0.5 mL of 
ethyl aceiaie was added, the tube was vortexed for 10 sec and then centrifuged for 
approximately 5 min to achieve phase separation. The organic phase was removed to anolher 
tube, and the aqueous phase was re-extracted willi 0.5 mL of ethyl acetate. The second 
organic phase was combined with the first and dried in a Speed Vac. The residue was taken 
up in 1 3 |1L of ethyl acetate and 10|.iL was spotted onto a Merck 60F-254 silica gel Tl ,C 
plate. The plate was run in isopropyl ether.melhanol.NI I4OH (75:35:2). Erythromycin 
derivatives were visualized by spraying the plates with anisaldehyde:sulfurie acid:ethanol 
(1:1:9). Using this reagent, a novel compound predicted to be 12-desmethyl-12- 
deoxyerythromycin A, appeared as a blue spot running slightly faster than erythromycin A 
(FIG. 26). 

To determine whether the novel spot seen on TLC has the molecular mass 
corresponding to the predicted 1 2-desmethyl- 1 2-deoxyery thromycin A, an ethyl acetate 
extract was further analyzed by Mass Spectrometry. Sac. erythraea ER720 EryATl /rap AT 14 
was grown in SCM medium for 4 days. Ten mL of culture was centrifuged to remove 
mycelia and pH of the supernatant was adjusted to 9 with NH4OH. The supernatant was then 
extracted twice with ethyl acetate and the organic phases pooled and dried. As shown in FIG. 
33, mass spectrometric analysis of this crude ethyl acetate extract shows the mass of the 
novel spot to be 704, which corresponds to the molecular ion plus a proton (M+H+) of 12- 
desmethyl-12-deoxyerythromycin A. 

Example 17: Construction of plasm iH pErvAT2/rapAT14 
pEryAT2/rapAT14 was constructed using standard methods of recombinant DNA 
technology according to the schematic outlines of FIGS. 15 and 34. To make a gene- 
replacement-vector specific for the ery AT2 domain, the two DNA regions immediately 
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adjacent to ery AT2 were cloned and positioned adjacent to the DNA encoding the rapAT14 
domain in order to allow homologous recombination to occur. The strategy and protocol for 
constructing the intermediate plasmid containing the flanking regions, pCS5/AT2-flank, are 
described in Example 6 and FIG. 14. The final step in the construction of pEryAT2/rapATl 4 
was to ligate the 1 kb rapATH-encoding DNA fragment having AvrU and Nsil ends to 
pCS5/AT2-flank (Example 6) cut with the same enzymes to give the gene 
replacement/integration plasmid pEry AT2/rup AT 1 4 (FIG. 27). All ligations were 
transformed into the intermediate host E. coli DH5a and clones selected as previously 
described. 

Example IX: Construction of Sac; eryt hraea ER720 ErvAT?VrapATl4 
A 10-desmethylerythromycin A and I0-desmethyl-12-deoxyerythromycin A 
producing microorganism was prepared by replacing the DNA fragment encoding the 
methylmalonyl acyltransferase domain of module 2 of the erythromycin PKS (EryAT2) of 
Sac. erythraea ER720 with a DNA fragment encoding a malonyl acyltransferase domain 
(rapATH) from S. hy^roscopicus ATCC 29253 This was accomplished with the 
recombinant plasmid, P EryAT2/rapATI4, prepared as described in Example 17. 
Transformation of ER720 and resolution of the integration event were carried out as 
described in Example 4 using 10 of DNA solution consisting of 3 pLof 
pEry AT2/rap AT 1 4 DNA at about 1 \ig/\iL in 7 |.i L of P M buffer. One thiostrepton resistant 
colony was isolated and was inoculated into SGGP containing thiostrepton (10 ug/mL) to 
isolate chromosomal DNA for Southern analysis. Integration of the plasmid DNA into the 
ER720 chromosome was further confirmed by Southern hybridization (data not shown). 
Hybridization was at 65°C and the .stringency wash was with O.lx SSC at 65*C. 

The confirmed integrant was grown in SGGP without antibiotic for four days and then 
diluted 1000 fold into fresh medium and grown for 4 more days. Protoplasts were then 
prepared and plated onto non-selective R3M plates to obtain individual colonies, which were 
then screened for sensitivity to thiostrepton, indicating loss of the plasmid sequence from the 
chromosome. Four thiostrepton sensitive colonies were selected and 3 of these were 
confirmed by Southern hybridization, using conditions described above, to have the EryAT2 
replaced by rapAT14 (FIG. 28). The strain was named Sac. erythraea ER720 
EryAT2/rapAT14. 

Example 19: Analysis of compounds pro duced bv 
S«r orvthraea ER720 Er V AT2/ranAT14 
Compounds produced by the recombinant Sac. erythraea strain, ER720 
EryAT2/rapAT14, whose construction is described in Example 18, were characterized by 
TLC, bioassay, and mass spectrometry. 
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For TLC analysis cells were grown in either SGGP or SCM medium (20 g Soytone, 
1 5 g Soluble Starch, 10.5 g MOPS, 1 .5 g Yeast Extract and 0. 1 g CaCl2 per liter of distilled 
H 2 0) for 4-5 days at 30'C. Culture (22 mL) was centrifuged for 5 minute to remove cells. 
The resulting supernatant was removed to another tube and the pH adjusted to 9.0 by the 
addition of 6jiL/mL of NH4OH. Then an equal volume of ethyl acetate was added, the liquid 
was mixed for 2 min. and then centrifuged for approximately 5 min. to achieve phase 
separation. The organic phase was removed to another tube, and the aqueous phase was re- 
extracted with half volume of ethyl acetate. The second organic phase was combined with 
the first and dried in a Speed Vac. The residue was taken up in 100 \iL of ethyl acetate and 
one fourth of the sample was spotted onto a Merck 60F-254 silica gel TLC plate. The plate 
was run in isopropyl ether:methanol:NH40H (75:35:2). Erythromycin derivatives were 
visualized by spraying the plates with anisaldehyde:sulfuric acid:ethanol (1:1 :9). Using this 
reagent, two novel compounds predicted to be 10-desmethylerythromycin A and 10- 
desmethyl-12-deoxyerythromycin A, appeared as blue spots with the lower spot running 
slightly slower than erythromycin A and upper spot running slightly faster than erythromycin 
A (FIG. 29). 

To detect biological activity, a bioassay was performed. In this assay, another fourth 
of the extracted sample from above was spotted onto a disc. The disc was then air-dried and 
placed over a plate containing 50 mL of antibiotic medium 1 1 (DIFCO-B ACTO) containing 
Staphylococcus aureus as an indicator strain. The inhibition zones were developed by 
overnight incubation of the plate at 37°C. As shown in FIG. 30, the novel compounds have 
bioactivity. 

To determine whether the novel spots seen on TLC have the molecular mass 
corresponding to the predicted 10-desmethylerythromycin A and 10-desmethyl-12- 
deoxyerythromycin A, an ethyl acetate extract from another culture was further analyzed by 
mass spectrometry. The sample was a crude extract of a 20 mL culture grown for 4 days. 
Mass spectrometry analysis revealed the two novel compounds to have masses of 720 and 
704, which correspond to the molecular ion plus a proton (M+H+) of 10- 
desmethylerythromycin A and l()-desmethyl-12-deoxyerylhromycin A, respectively. 

F.xnmple 20: Cloninp of ft* e.thvl AT D nmnin from Strentomvcex caelestis 
A genomic library of Streptomyces caelestis NRRL-2821 (U.S. Patent 3.21K.239 
issued November 16, 1965) DNA was constructed in the bifunctional cosmic! pNJl (Tuan, et 
«/., Gene, 90: 21-29 (1990)). Cosmid vector was prepared by digesting 5 |Xg of pNJ 1 with. 
EttiRI, dephosphorylating with C1AP and then digesting with Bglll to generate one arm and 
also digesting 5 u.g of pNJl with tf//idlll, dephosphorylating with C1AP and then digesting 
with fli'/II to generate the other. Insert DNA was prepared by partially digesting 
approximately 5 |ig of chromosomal 5. caelestis NRRL-2821 DNA with ScwIUA according 
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to the procedure outlined in Maniatis et al., supra. Digestion conditions were chosen which 
produced fragment sizes of approximately 40 kb. The ligation was performed by mixing 
approximately 1 M-g of the digested chromosomal DNA with 0.5 p.g of each cosmid arm. The 
ligation was incubated at 16°C overnight. Gigapackll XL (Stratagene®) was used for 
packaging 2 \lL of the ligation mix according the manufacturer's instructions. 
Transformation was done in E. coli XL I -Blue MR cells (Stratagene®). Individual colonies 
were picked into thirty 96-well plates to give a 99.99% probability that the library represented 
all S. caelestis NRRL-2821 genomic sequences. 

The library was screened using a probe specific for the S. caelestis NRRL-2821 PKS 
region. The probe was generated by PCR amplification of 5. caelestis NRRL-2821 genomic 
DNA using degenerate primers designed from consensus ketosynthase (KS) and 
acyltransferase (AT) sequences in the GenBank database. The KS specific oligo (SEQ ID 
NO: 1 9) and the AT specific oligo (SEQ ID NO:20) generated a 900 bp PCR fragment. The 
PCR reaction contained 10 |iL ThermoPol Buffer, 2 |iL formamide, 25 |iL of 20% glycerol, 3 
\lL 50 mM MgCl2,45 |iL water, 50 pmole of each primer, and approximately 0.2 pig DNA. 
The sample was heated to 99'C for 5 minutes, and then placed on ice, at which time a 10 pL 
cocktail consisting of 2 \iL of a 10 mM mixture of dATP, d(TP, dCTP, and dTTP. 2 units of 
Vent DNA polymerase, and 7 \iL of water was added. The sample was then transferred to a 
GeneAmp 9600 thermocycler (Perkin Elmer, Foster City, CA) and a temperature cycle of I 
minute at 95°C, 4 minutes at 5()°C, and 4 minutes at 72°C was repeated 30 times, followed 
by a 15 minute incubation at72*C. The desired PCR fragment was then isolated from 1.0% 
low melting agarose by standard procedures. The KS/AT probe was made by lal>eling 
approximately 50 ng of the PCR fragment with » 2 P using the Megaprime DNA Labeling 
System (Amersham Life Science, Arlington Heights, IL). Library clones (2,880) were 
transferred from the 96-well plates to Hybond-N nylon filters (Amersham) and screened with 
the KS/AT probe according to procedures in Maniatis, et al.. supra. Hybridization was 
performed at 65 °C and the final wash was in 0. lx SSC at 65 °C. Nineteen of the clones 
hybridized strongly with the probe. These clones were then digested with Sstl, run on a 1 .0% 
agarose gel and transferred to Hybond-N nylon filters for Southern analysis using the KS/AT 
probe (FIG. 31). The cosmid identified as pCELl 8h5 was chosen for further analysis since it 
contained the largest number of hybridizing restriction fragments. 

The Sstl fragments from cosmid pCEL18h5 were cloned into pGEM-3Zf (Promega, 
Madison, WI) and sequenced using the fmole DNA Cycle Sequencing System (Promega). 
The reactions were run on a Sequi-Gen 11 Sequencing Apparatus (Bio-Rad, Hercules, CA). 
Individual fragments were oriented relative to one another by sequencing off of cosmid 
pCEL18h5 using primers that hybridized to the 5' and 3' ends of the fragments to generate 
upstream and downstream sequence. These sequences were then matched with sequences 
from the individual fragments to place them in the proper order. A very large Sst\ fragment 
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(>10 kb) was further digested with Smal to generate smaller fragments for cloning and 
sequencing. 

By searching the GenBank database with the sequences obtained it was possible to 
identify the various enzymatic motifs associated with the niddamycin PKS cluster and to 
group these motifs into modules (see FIG. 32) based on previous knowledge of Type I PKS 
organization. The C-6 position of the niddamycin macrolactone ring has an aldehyde derived 
from an ethyl side chain (FIG. 33). It was thus predicted that the AT of module 5 of the 
niddamycin cluster is responsible for incorporating this ethyl group into the growing chain. 
In addition, the carbon at C-7 of the molecule is completely saturated leading to the 
prediction that ER and DH motifs would also be present in module 5. These motifs were, in 
fact, found at the predicted region of the sequence. Furthermore, motifs for the preceding 4 
modules were as predicted, with an inactive ketoreductase motif in module 4 which leaves a 
keto group at C-9 of the ring. Sequencing of that KR showed that the nucleotide binding site 
GXGXXG (SEQ ID NO:27) was mutated to DXTXXP (SEQ ID NO:28). The nucleotide 
sequence (SEQ ID NO:29) and corresponding amino acid sequence (SEQ ID NO:33) of the 
ethyl AT of module 5 are shown in FIG. 34 (top and bottom strands respectively). 

A knockout experiment was also performed on this cluster, demonstrating that this 
sequence of DNA encodes the pathway for niddamycin biosynthesis (data not shown). 

FX AMPLE 21 : Construc tion of plasmid oEAT4 
A multistep strategy was used to construct the plasmid pUC/ethAT/C6 (FIG. 35), 
which consists of the DNA encoding the NidAT5 domain flanked by approximately 2.0 kb of 
sequence upstream and downstream from the eryAT4 encoding sequences, all contained in 
pUC19. EryAT4 flanking DNA was subcloned from pA!BX85. This plasmid is a pCS5 
derivative containing 8.4 kb of Sac. erythraea DNA from an Xho\ site to a Bow HI site in the 
eryAH gene of the erythromycin PKS cluster. These sites correspond to bases 2321 1 and 
3 1 58 1 , respectively, of GenBank accession number M63676. The EryAT4 5'-flanking DNA 
was isolated by digesting pAlBX85 with Msc\ and BxtEU (corresponding to nucleotides 
23,21 1 and 31,581, respectively). The resulting 1800 bp DNA fragment was treated with the 
Klenow Fragment of DNA Polymerase I, ligated into the Smal site of pUC19, and 
transformed into E. coli DH5a. Clones were selected on LB plates containing 150 ng/mL 
ampicillin and 50 |iL of a 2% solution of X-gal for blue/white selection. The clones were 
confirmed by restriction analysis, resulting in the intermediate vector pUC/5'-flank. For 
convenient cloning of the NidAT5-encoding sequences, an AvrW site was engineered at the 3' 
end of the 5' flanking DNA. This was accomplished by PCR amplification from the Pml\ site 
of the 5' flanking DNA to the BstEU site with two oligonucleotides (SEQ ID NO:2 1 and SEQ 
ID NO:22). SEQ ID NO:22 incorporates an AvrW site and a BamHl site at the 3' end of the 5* 
flanking DNA. PCR conditions were as described in Example 20 using Sac. erythraea DNA 
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as template with the following changes: Taq polymerase (GIBCO BRL) was used with the 
accompanying l()x buffer instead of VentR® DNA polymerase and cycling conditions were 
96°C/30 sec. 55°C/30 sec, 72°C/3() sec for 25 cycles. The resulting 300 bp PCR fragment 
was then digested with Pml\ and Bam HI, gel purified from a 1 .0 % agarose gel with Prep-A- 
Gene, and ligated back into pUC/5'-llank digested with frnl\ and /torn HI to give pl)C/5'- 
flank-Av/II. The ligation was transformed into DH5a and plated onto LB plates containing 
150 |ig/mL ampicillin. Clones were confirmed by restriction analysis and DNA sequencing. 

In order to clone the NidAT5-encoding DNA fragment downstream of the 5' flanking 
DNA, an Aw II site was also engineered at the 5' end of the NidAT5-encoding DNA. As 
depicted in FIG. 36, an Av/II site could be engineered into the NidAT5 DNA without altering 
the amino acid sequence. Two PCR oligonucleotides (SEQ ID NO:23 and SEQ ID NO:24) 
were designed to create an Av/ II site at the 5' end and a BamHl site at the 3' end, respectively, 
of the NidAT5-encoding DNA. A convenient Fsel site occurs naturally at the 3' end of 
NidATS-enooding sequence, so the resulting PCR fragment contains an Fsel site just 
upstream of the PCR engineered BamHl site. SEQ ID NO:23 and SEQ ID NO:24 were used 
in a PCR reaction with the template pi 6-2.2. This plasmid is pUCl 4 J containing a 2.2 kb 
Snuil fragment from module 5 of the niddamycin PKS cluster (see FIG. 32), which 
encompasses the sequences encoding NidAT5. The resulting 1 .0 kb PCR fragment was 
digested with Av/II and BamHl, purified from a 1.0 % agarose gel using Prep-A-Gene, and 
cloned into the AvrllJBamHl sites of pUC/5'-flank-A vrll. Clones were confirmed by 
restriction analysis and DNA sequencing, creating the intermediate plasmid pUC/5'- 
flank/ethAT. 

The EryAT4 3' -flanking DNA was subcloned by digesting pAIBXKS with /'mil and 
Msc I, corresponding to nucleotides 29,23 1 and 3 1 ,2(W, respectively, from the eryAll gene 
(GenBank accession number M63676). The DNA was gel purified on a 1.0 % agarose gel 
using Prep-A-Gene and ligated into the Smal site of pUC19. The ligation was transformed 
into DH5oc and plated as described previously. Clones were confirmed by restriction 
analysis, resulting in the plasmid pUC/3'-flank. 

Attachment of the EryAT4 3'-flanking DNA to the Nid ATS -encoding sequence was 
accomplished by digesting plasmid pUC/3'flank with .Fsel and BamHl, gel purifying the 
fragment from a 1 .0 % agarose gel using Prep-A-Gene, and ligating it into pUC/5'- 
flank/ethAT that had been previously digested with Fsel and BamHl The ligation was 
transformed into DH5a as before and clones were analyzed by restriction analysis, resulting 
in the intermediate plasmid pUC/ethAT/C-6. The final step was to remove the 
NidAT5/flanking DNA insert from pUC/ethAT/C-6 with EcvjRI and Hindlll and ligate it into 
the £a>Rl/M/idIII sites of pCS5, resulting in the gene replacement/integration plasmid 
P EAT4 (FIG. 37). 
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FY AMPLE 2 ", rnniinminn nf Sac c-\(h'(l"U F.R7?ri RAT4-46 
An example of a 6-desmethyl-6-ethylerythromycin A producing microorganism was 
prepared by replacing the DNA fragment encoding the methylmalonyl acyltransferase 
domain in module. 4 of the erythromycin PKS (EryAT4) of Sac. erythraea ER720 with a 
newly discovered DNA fragment encoding an ethylmalonyl acyltransferase domain 
(NidAT5) from 5. caeleslis NRRL-2821 . This was accomplished using the recombinant 
plasmid P EAT4. prepared as described in Example 2 1 . Transformation of Sac. erythraea 
ER720 and resolution of the integration event were carried out according to the procedures 
described in Example 4 using 10 nL of a DNA solution consisting of 3 \xL of pEAT4 DNA 
from Example 21 at about 1 ng/nLin7 jiLof P M buffer. One colony was confirmed to be 
thiostrepton resistant and was inoculated into SGGP containing thiostrepton (10 ws/mL) to 
isolate chromosomal DNA for Southern analysis. Integration of the plasmid DNA into Sac. 
erythraea ER720 was confirmed by Southern analysis (data not shown). Hybridization was 
at 6 VC and the stringency wash was with 0. 1 x SSC at 65'C. 

The confirmed integrant was then subculturcd into 30 mL SGGP without antibuitic 
using 10 nL of the previous culture. After three days growth at 30'C the strain was again 
subcultured into 30 mL of fresh SGGP as before and plated onto non-selective R3M plates 
for spoliation. Spores were plated on R3M plates to obtain individual colonies, which were 
then screened for sensitivity to thiostrepton, indicating loss of the plasmid sequence from the 
chromosome. Nine thiostrepton sensitive colonies were isolated and three of them were 
confirmed by Southern hybridization to have the EryAT4 replaced by NidAT5 (FIG. 3K). 
Hybridization was at 65"C and the stringency wash was with 0. lx SSC at 65°C. The strain 
was named Sac. erythraea ER720 EAT4-46, referred to as simply EAT4-46. 

FY AMPLE 23; Annlvsis-o'f rampnnnds produced by EAT4-4(? 

Compounds produced by strain EAT4-46, whose construction is described in 
Example 22, were characterized by TLC, bioautography and mass spectrometry. 

The cells were grown in 30 mL of SCM for 4-5 days at 30'C. The culture was 
centrifuged for 10 minutes in a Sorval GLC-4 General Laboratory Centrifuge at setting 10 to 
remove cells. The resulting supernatant was adjusted to pH 9.0 by the addition of 1 HO \iL of 
NH4OH. Then 15 ml of ethyl acetate was added, the tube was vortexed for 30 seconds and 
then centrifuged for 10 minutes to achieve phase separation. The organic phase was removed 
to another tube, and the aqueous phase was re-extracted with 15 ml of ethyl acetate. The 
second organic phase was combined with the first and dried in a Speed- Vac. The residue was 
taken up in 30 \iL of ethyl acetate and 10 |iL was spotted onto a Merck 60F-254 silica gel 
TLC plate. The plate was run in a solvent containing isopropyl ether:methanol:NH40H 
(75:35:2). Erythromycin derivatives were visualized by spraying the plates with 
anisaldehyde:sulf uric acid:ethanol (1:1 :9). The results showed that EAT4-46 produced a 
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compound that migrated with the same rf as erythromycin A produced by wild type Sac. 
erythraea ER720, except in much lower yield (data not shown). 

To determine the molecular mass of the compound, an ethyl acetate extract was 
prepared from a 50 mL SCM culture of EAT4-46 as described above, using a proportionate 
amount of reagents. The resulting residue was taken up in 50 U.L of ethyl acetate and run on a 
TLC plate as described previously, except that I he plate was not sprayed with anisaldehyde. 
The compound of interest was isolated by scraping the silica resin in the vicinity of the spot 
and extracting the resin as described in Example X. Mass spectrometry analysis revealed that 
the compound produced by the EAT4-46 strain had a mass of 734, which corresponds to the 
molecular ion plus a proton (M+l 1 + ) of erythromycin A. 

In an attempt to increase substrate pools for the NidAT5 ethylmalonyl AT 
construction, the EAT4-46 strain was grown in 100 mL of SCM media containing 50 mM 
butyric acid, pH 7.0. The culture was grown for 4 days at 30*C and then centrifuged for 10 
minutes in a Sorval GLC-4 Centrifuge to pellet the cells. The resulting supernatant was 
adjusted to pi I 9.0 by the addition of 600 jiL of NH4OH and extracted twice with 1/2 
volumes of ethyl acetate as described previously. After drying in a Speed-Vac rotary 
concentrator, the extracted material was taken up in 100 \i\ of ethyl acetate and 10 Ml was 
used for TLC analysis as described previously. Two spots running near eryA were observed 
in the butyric acid fed culture as opposed to only one spot in SCM media alone (FIG. 3')). To 
determine the molecular mass of the two spots, most of the remainder of the extract was again 
subjected to TLC, and the compounds in the eryA region of the plate were isolated as 
described previously. Mass speclrometric analysis revealed that the two spots hail molecular 
masses of 734 and 748. A molecular mass of 734 corresponds to the molecular ion plus a 
proton (M+H+) of erythromycin A, whereas the species of molecular mass 748 is consistent 
with the molecular mass plus a proton (M+H+) of ethylerythromycin A. 

EXAMPLE 24: Cloning of the NtdATfi Dom ain from 
Rtre ptnmvce x caelestix NRRL-2821 
A genomic library of Streptomyces caetestis NRRL-2821 DNA was generated and 
screened with a probe specific for PKS genes as described in Example 20. From Southern 
analysis of Sxtl digests of the positive clones (FIG. 31), some clones were selected for further 
analysis. These clones were digested with Smal and run on a 1% agarose gel for Southern 
hybridization with the PKS specific probe. The analysis revealed that a second cosmid, 
pCEL13fS, shared many hybridizing bands with pCEL18h5, but also contained two unique 
bands of 1 .9 kb and 6.0 kb (FIG. 40). This cosmid was chosen for further analysis in order to 
determine the sequence of the remaining PKS genes in the niddamycin pathway. Cosmid 
pCELl3f5 was digested with Sst\ and »>•- f««»-"'-n'« were, lighted to oU.C.1 9- A k'.nie^.v/l 
fragment (>10 kb) was further digested with Sma\ and ligated to pUC19. The ligations were 
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transformed into DH5a cells and clones were selected on LB plates containing 150 Hg/mL 
ampicillin and 50 p\ of a 2% solution of X-gal for blue/white selection. DN A from clones 
containing the appropriate insert was isolated using the QIAprep Spin Plasmid Kit (QIAGHN 
|„c Chatsworth, CA). Subclones were sequenced using the ABI PRISM Dye Terminator 
Cycle Sequencing Ready Reaction Kit (Perkin Elmer), and the reactions were run on a 4.75% 
acrylamide. K.3 M urea gel in an Applied Biosystems 373 DN A Sequencing System. 
Ordering of the inserts and motif identification was done as described in Example 20. 

The insert in cosmid pCEL13f5 was found to be approximately 25 kb in length, and 
the 5' end of the insert had about 1 0 kb of identical sequence with the 3' end of the insert in 
P CELlHh5. Together, the two cosmids contain all of the PKS genes of the niddamycin 
pathway (FIG. 32). Based on the structure of niddamycin (FIG. 33), the AT contained in 
module 6 (NidAT6) may utilize hydroxymalonate (tartronate) in the biosynthesis of the C-3, 
C-4, and 0-4 positions of the macrolactone ring of niddamycin. (S. Omura et at. (./. 
Antibiotics 36:6 11-613(1 9X3)) have suggested that glycolate may be incorporated in the 
biosynthesis of the C-3, C-4 and 0-4 positions of leucomycin, a closely related 16-membered 
macrolide). The nucleotide sequence of NidAT6 (top strand, SEQ ID NO:30) and its 
corresponding amino acid sequence (lower strand, SEQ ID NO:34) are shown in FIG. 41. A 
comparison of the amino acid sequence of Nid AT6 with other ATs in the Swissprot database 
shows that NidAT6 resembles methylmalonyl ATs (data not shown). 

FY AMPLE 25; Construction of plasmid nUCIK/N idATti 
Two PCR oligonucleotides (SEQ ID NO:25 and SEQ ID NO:26) are designed to 
subclone the 1024 bp DNA fragment encoding the NidAT6 domain from the niddamycin 
I'KS cluster and to introduce two unique restriction sites. AvrW and Mv/I, lor cassette cloning. 
This necessitates nucleotide changes, shown in bold in FIG. 42, at the beginning and near the 
end of the NidAT6-encoding DNA sequence. The changes shown also cause the replacement 
of a proline codon near the N-te. minus of the NidAT6 domain with a valine codon, in order 
to increase the similarity of the domain junction sequence to that found naturally for some of 
the AT domains of the rapamycin PKS. (In FIG. 42, the underlined nucleotides are the wild- 
type sequence.) In addition, two other restriction sites, EcoRl and BglU, are also introduced 
at the 5' ends of the N-terminal and C-terminal oligonucleotides, respectively, for convenient 
subcloning of the PCR-generated product. The approximately 1 kb NidAT6 domain 
encoding DNA is amplified using methods described in Reagents and General Methods from 
Cosmid pCEL13f5. The PCR product is digested with EcoRl and BglH and subcloned into 
the EcoRl and BmiHl sites of pUC18. The ligation mixture is transformed into E. coli DH5a 
(G1BCO BRL) according to the manufacturer's instructions and transformants are selected on 
LB plates containing 150 p:g/mL ampicillin and 50 \iL of a 2% solution of X-gal for 
blue/white selection. Clones are confirmed by restriction analysis and the fidelity of the 
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insert U confirmed by DNA sequencing. The final plasmid conduct is named 
pUCI8/NidAT6. 

p an mr i>. Con. n r n -li- n ft' p'™'«" nFrvftTT/NMATS 
pEryAT2/NidAT6 is constructex. using s.andard me.hods of recombinant DNA 
technolgy according ,o rhe sc„ematic,u,.ines of F.OS. .5 and 53. To make a gene- 
ep l«n t -vec«or specific for the eryAT2 domain, .he .wo DNA reg.ons * 
lr UO eryAT2 are cloned and posi.ioned adjacen. ,o ,he DNA encod.ng .he N,dA P6 

cons.ruc.ing ,he in,ermedia.e plasmid containing .he flank.ng reg.ons. pCS5/AT2 _fMnk are 
desc ibed in Examp.e 6 and FIO. !3. The fina. step in .he cons,ruc.,on of P EryAT2/N,d AT6 
tTiL - • kb NidAT6-encoding DNA fragmen. having AnU and ends .o 
„CSVAT2-nank (Example 6) cu.wi.h the same enzymes .og.ve the gene 

•1 pEryAT2/NidAT6 (FIG. 43). All <iga..on m,x.s are 

i s ^Xld in.o .he intermediate hos. E. a,U DHSa and Cones are selected and 
characterized as described previously. 

A M.-desmeU.yl-lO-hydroxyery.hron.ycin A and ,2-deoxy-IO-desmed.y Mfr 
hydr„xyery,hromycin A producing microorganism is prepared by 

rLmen, encoding U» me.hylm.lony! acyUransferase doma.n o. .nodule 2 of .he 
lr a t men. cnc fc _ ^ a pNA enlM( , ing a 

erythromycin PKi> (.bryA i z;oi out. c ^ „. 9K91 This is 

hloxymalonyl acyl.ransferase domain (NidAT6) from 5. <»**» NRRL-2X21 . Th s , 
?1ZZ* wi.hL recombinan, plasmid. pF.ryA'1 2/NU.AT6, prepared as descnbcd u 

* escribed in Example 4 using 10 ,0. of DNA solution con.,.s.,ng of 3 nL of 
„E™ATONidAT6DNAa,abou,^gfttLin7 (l LofPMbuffer. Thios.rep.on res, , an. 

S-™re solved and inocu.a.ed in.o SCOP con.aining .hios.rep.on (10 ^ 
; losoma, DNA for So,hem ana!ysis. .ntegra.ion of the plasmid DNA ,n,o e £7*, 
Iromosome is further confirmed by So„.hern hybridization. Hybr.d,za„on , a, 65 C and 

di,„.ed ..K,0-fo,d in.o fresh milium and grown for 4 more days. Pro.oplasts are then 
pel and plated onto non-selec.ive R3M p,ates .o obtain individual colon.es. wh.ch a,e 
screed for sensidvhy to ,hios.rep,on. indica.ing loss of .he plasmid sequence from .he 

Southern hybridization, using condmons ~. -owe.- - "_-;„' 
NidAT6. The suain is designated te. erytiuaea ER72(I Ery AT2/N id AT6. 
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Fv a mple 28; Analysis of r.ompounds Produced bv 
San, ervthraea ™7™ F-rvAT2/NidAT6 
Compounds produced by the recombinant Sac. erythraea strain, ER720 
EryAT2/NidAT6, whose construction is described in Example 27, are characterized by TLC, 
bioassay, and mass spectrometry. 

For TLC analysis cells are grown in either SGGP or SCM medium (20 g Soy tone, 1 5 
g Soluble Starch, 10.5 g MOPS, 1.5 g Yeast Extract and 0.1 g CaCl 2 per liter of distilled 
H2O) for 4-5 days at 30'C. The culture is centrifuged for 5 min. to remove cells. The 
resulting supernatant is removed to another tube and the pH adjusted to 9.0 by the addition of 
6nL/mL of NH4OH. Then an equal volume of ethyl acetate is added, the liquid is mixed for 
2 min. and then centrifuged for approximately 5 min. to achieve phase separation. The 
organic phase is removed to another tube, and the aqueous phase is re-extracted with a half 
volume of ethyl acetate. The second organic phase is combined with the first and dried in a 
Speed Vac. The residue is taken up in approximately 25 M L of ethyl acetate and 15 ^L are 
spotted onto a Merck 60F-254 silica gel TLC plate. The plate is run in isopropyl 
ether:methanol:NH40H (75:35:2). Erythromycin derivatives are visualized by spraying the 
plates with anisaldehyde:sulfuric acid:ethanol (1:1:9). Using this reagent, two novel 
compounds predicted to be 10-desmethyl-lO-hydroxyerythromycin A and 12-deoxy-10- 
desmethyl-10-hydroxyerythromycin A, are expected to appear as blue spots running slightly 

slower than erythromycin A. 

To determine whether the novel spots seen on TLC have the molecular mass 
corresponding to the predicted 10-desmethyl- 10-hydroxyerythromycin A and 12-deoxy-10- 
desmethyl-10-hydroxyerythromycin A, the remaining extract is further analyzed by mass 
spectrometry. The two novel compounds are predicted to have masses of 736 and 720, which 
correspond to the molecular ion plus a proton (M+H+ ) of 1 0-desmethyl- 1 0- 
hydroxyerythromycin A and 12-deoxy-lO-desmethyH()-hydroxyerythromycin A, 

respectively. 



